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FUSION OF j AZF1 AND jj AZ1 GENES IN 
ENDOMETRIAL STROMAL TUMORS 



CROSS-REFERENCE TO RELATED APPLICATIONS 

This application claims priority from U.S. Provisional Application Serial No. 
60/209,093, filed on June 2, 2000, and is hereby incorporated by reference in its entirety. 

Background of the Invention 

Endometrial stromal tumors of the uterus encompass a spectrum of neoplasms that 
can present a number of diagnostic challenges. Difficulties in the diagnosis of these tumors 
arise from controversies in the classification of these tumors, the occasional confusion of 
endometrial stromal tumors with non-stromal sarcomas, and the uncertain relationships of 
different tumor types within this group of neoplasms. 

Stromal nodules fall at the benign end of spectrum containing these tumors. These 
neoplasms are circumscribed tumors composed of cells resembling those of normal 
mesenchymal tissue that lies between the epithelial lining and the underlying myometrium of 
the normal uterus, as this tissue appears during the proliferative phase of the menstrual cycle. 
Endometrial stromal sarcomas (ESSs) are malignant neoplasms that have traditionally been 
classified into low grade and high grade types. Histologically, low grade ESSs are identical 
to stromal nodules except for infiltration of the myometrium or vascular invasion. Accurate 
discrimination of stromal sarcoma from low grade ESS may therefore require extensive 
examination of the uterus that can only be accomplished after hysterectomy. Furthermore, 
the propensity of low grade ESSs to invade vessels sometimes leads to misdiagnoses as 
endolymphatic leiomyomatosis, a neoplasm of smooth muscle. 

High grade ESSs were formerly separated from low grade ESSs by an increased 
frequency of mitoses (> ten per high power microscopic field) and were generally assumed to 
have a worse prognosis. More recently, it has been argued that the number of mitoses within 
ESSs is largely irrelevant to outcome, which is said to be almost exclusively a function of 
stage at diagnosis. Experts holding to this view place all ESSs in the same diagnostic 
category regardless of mitotic activity and use the term undifferentiated uterine sarcoma 
(UUS) for those stromal tumors that depart significantly in histologic appearance from 
normal endometrial stroma. Whether UUSs evolve from ESSs is unknown. UUSs are more 
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likely to metastasize than are ESSs, but metastatic lesions from endometrial stromal tumors 
of any histologic subtype can cause diagnostic problems, especially if they are detected some 
time after removal of the uterus for benign disease. 

Diagnosis and classification of endometrial stromal tumors has until now been based 
primarily on histologic criteria. In recent years, specific genetic alterations identified in 
different types of human tumors have become useful markers that have improved the 
accuracy of tumor diagnosis and classification. Additionally, the discovery of genetic 
abnormalities in tumors has also led to insights into the basic biology of normal and 
neoplastic tissues, and increasingly to rational forms of cancer therapy (reference Her 2/neu, 
p53 virus, and bcr-abl therapy). 

Summary of the Invention 

The present invention is based, in part, on the discovery that the chromosomal 
translocation, t(7;17)(pl5;q21), which is associated with low grade endometrial stromal 
tumors, is the result of a gene fusion between two novel genes, "juxtaposed with another zinc 
finger", referred to herein as "jAZFl", and "joined with JAZFl", referred to herein as 
"jjAZl". More particularly, it was discovered that the 5' end of jAZFl on chromosome 7 is 
joined to the 3' end of jjAZl on chromosome 17 resulting in a jAZFl/jjAZl gene fusion. 
The jAZFl/jjAZl gene fusion and jAZFl/jjAZl protein fusion are present in endometrial 
stromal tumors but not in normal endometrium, and are therefore useful to detect the 
presence of endometrial stromal tumors, to make treatment decisions, and to predict the risk 
of enodmetrial stromal tumor in an individual. 

The nucleotide sequence of a cDNA encoding jAZFl is shown in SEQ ID NO:l, and 
the amino acid sequence of a jAZFl polypeptide is shown in SEQ ID NO:2. In addition, the 
nucleotide sequence of the jAZFl coding region is depicted in SEQ ID NO:3 (Fig. 1). The 
nucleotide sequence of a cDNA encoding jjAZl is shown in SEQ ID NO:4, and the amino 
acid sequence of a jjAZl polypeptide is shown in SEQ ID NO:5. In addition, the nucleotide 
sequence of the jjAZl coding region is depicted in SEQ ID NO:6 (Fig. 2). The nucleotide 
sequence of the cDNA encoding jAZFl/jjAZl is shown in SEQ ID NO:7, and the amino acid 
sequence of the jAZFl/jjAZl polypeptide is shown in SEQ ID NO:8. In addition, the 
nucleotide sequence of the jAZFl/jjAZl coding region is depicted in SEQ ID NO:9 (Fig. 3). 
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Accordingly, in one aspect, the invention features a nucleic acid molecule which 
encodes a jAZFl, jjAZl or jAZFl/jjAZl protein or polypeptide, e.g., a biologically active 
portion of the jAZFl, jjAZl or jAZFl/jjAZl protein. In a preferred embodiment the isolated 
nucleic acid molecule encodes a polypeptide having the amino acid sequence of SEQ ID 
NO:2, SEQ ID NO:5 or SEQ ID NO:8. In other embodiments, the invention provides 
isolated jAZFl, jjAZl or jAZFl/jjAZl nucleic acid molecules having the nucleotide 
sequence shown in SEQ ID NO:l, SEQ ID NO:3, SEQ ID NO:4, SEQ ID NO:6, SEQ ID 
NO:7, or SEQ ID NO:9, respectively. In still other embodiment, the invention provides 
nucleic acid molecules that are substantially identical (e.g., naturally occurring allelic 
variants) to the nucleotide sequence shown in SEQ ID NO: 7 or SEQ ID NO: 9. In other 
embodiments, the invention provides a nucleic acid molecule which hybridizes under 
stringent hybridization conditions to a nucleic acid molecule comprising the nucleotide 
sequence of SEQ ID NO:7 or SEQ ID NO:9, wherein the nucleic acid encodes a full length 
jAZFl/jjAZl protein or an active fragment thereof. 

In a related aspect, the invention further provides nucleic acid constructs which 
include a jAZFl, jjAZl or jAZFl/jjAZl nucleic acid molecule described herein. In certain 
embodiments, the nucleic acid molecules of the invention are operatively linked to native or 
heterologous regulatory sequences. Also included, are vectors and host cells containing the 
jAZFl, jjAZl or jAZFl/jjAZl nucleic acid molecules of the invention e.g., vectors and host 
cells suitable for producing jAZFl, jjAZl or jAZFl/jjAZl nucleic acid molecules and 
polypeptides. 

In another related aspect, the invention provides nucleic acid fragments suitable as 
primers or hybridization probes for the detection of jAZFl/jjAZl -encoding nucleic acids. 

In still another related aspect, isolated nucleic acid molecules that are antisense to a 
jAZFl/jjAZl encoding nucleic acid molecule are provided. 

In another aspect, the invention features, jAZFl, jjAZl or jAZFl/jjAZl polypeptides, 
and biologically active or antigenic fragments thereof that are useful, e.g., as reagents or 
targets in assays applicable to treatment and diagnosis of jAZFl, jjAZl or jAZFl/jjAZl 
mediated or related disorders. In another embodiment, the invention provides jAZFl , jjAZl 
or jAZFl/jjAZl polypeptides having a jAZFl, jjAZl or jAZFl/jjAZl activity. Preferred 
polypeptides are jAZFl, jjAZl or jAZFl/jjAZl proteins including at least one zinc finger 
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domain, and, preferably, having ajAZFl, jjAZl or jAZFl/jjAZl activity, e.g., a jAZFl, 
jjAZl or jAZFl/jjAZl activity as described herein. 

In other embodiments, the invention provides jAZFl, jjAZl or jAZFl/jjAZl 
polypeptides, e.g., a jAZFl, jjAZl or jAZFl/jjAZl polypeptide having the amino acid 
sequence shown in SEQ ID NO:2, SEQ ID NO:5 or SEQ ID NO:8; an amino acid sequence 
that is substantially identical to the amino acid sequence shown in SEQ ID NO:2, SEQ ID 
NO:5 or SEQ ID NO:8; or an amino acid sequence encoded by a nucleic acid molecule 
having a nucleotide sequence which hybridizes under stringent hybridization conditions to a 
nucleic acid molecule comprising the nucleotide sequence of SEQ ID NO: 1, SEQ ID NO:3, 
SEQ ID NO:4, SEQ ID NO:6, SEQ ID NO:7, or SEQ ID NO:9, wherein the nucleic acid 
encodes a full length jAZFl, jjAZl or jAZFl/jjAZl protein or an active fragment thereof. 

In a related aspect, the invention further provides nucleic acid constructs, which 
include a jAZFl, jjAZl or jAZFl/jjAZl nucleic acid molecule described herein. 

In a related aspect, the invention provides jAZFl, jjAZl or jAZFl/jjAZl polypeptides 
or fragments operatively linked to non- jAZFl, jjAZl or jAZFl /jjAZl polypeptides to form 
fusion proteins. 

In another aspect, the invention features antibodies and antigen-binding fragments 
thereof, that react with, or more preferably specifically bind jAZFl, jjAZl or jAZFl/jjAZl 
polypeptides. 

In another aspect, the invention provides methods of screening for compounds that 
modulate the expression or activity of the jAZFl, jjAZl or jAZFl/jjAZl polypeptides or 
nucleic acids. Initial homology evaluations indicate that JJAZ is homologous to a Drosophila 
Zeste suppressor gene called Suppressor of Zeste 12, available in the Drosophila Genome 
database. Generally, Zeste suppressors work as transcriptional repressors of homeotic genes. 
The homologs of these genes in humans are the homeobox genes, which are important in 
development and often in the proliferation of developing tissues. Two homeobox genes, 
HOXalO and 1 1, figure importantly in endometrial development and proliferation during the 
menstrual cycle. When various mouse embryo tissues are evaluated with antibodies against 
JJAZ protein, a reaction occurs substantially only with primitive gonad tissue. Without 
binding ourselves to any specific theory, we conclude that JJAZ product inhibits the 
homeobox proteins involved in proliferation of the endometrial stroma during development, 
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menstrual cycling, and implantation of the embryo in early pregnancy. Tumors arise from 
the fusion because the JJAZ product is knocked out or reduced in amount, thereby leaving 
the expression of the critical homeobox genes unopposed. Accordingly, the invention further 
features reagents and methods used to identify compounds that inhibit normal endometrial 
function by adding or reducing JJAZ activity pharmacologically. Controlling JJAZ activity 
can be used, for example, to promote or decrease fertility or pregnancy, in addition to the 
uses described above concerning endometrial stromal tumors. 

In still another aspect, the invention provides a process for modulating jAZFl, jjAZl 
or jAZFl/jjAZl polypeptide or nucleic acid expression or activity, e.g. using the screened 
compounds. In certain embodiments, the methods involve treatment of conditions related to 
aberrant activity or expression of the jAZFl, jjAZl or jAZFl/jjAZl polypeptides or nucleic 
acids. 

The invention also provides assays for determining the activity of or the presence or 
absence of jAZFl, jjAZl or jAZFl/jjAZl polypeptides or nucleic acid molecules in a 
biological sample, including for disease diagnosis. For example, the presence of a 
jAZFl/jjAZl polypeptide or nucleic acid molecule in a biological sample is indicative of a 
endometrial stromal tumor. This aspect is particularly useful (usually in conjunction with 
other diagnostic techniques) for discriminating between stromal tumors and tumors of other 
types that may be difficult to differentiate from certain types of stromal tumors. It can also 
be useful to determine that a secondary tumor site originated from a stromal tumor. 

As used herein, the term "nucleic acid molecule" includes DNA molecules (e.g., a 
cDNA or genomic DNA) and RNA molecules (e.g., an mRNA) and analogs of the DNA or 
RNA generated, e.g., by the use of nucleotide analogs. The nucleic acid molecule can be 
single-stranded or double-stranded, but preferably is double-stranded DNA. 

The term "isolated or purified nucleic acid molecule" includes nucleic acid molecules 
which are separated from other nucleic acid molecules which are present in the natural source 
of the nucleic acid. For example, with regards to genomic DNA, the term "isolated" includes 
nucleic acid molecules which are separated from the chromosome with which the genomic 
DNA is naturally associated. Preferably, an "isolated" nucleic acid is free of sequences 
which naturally flank the nucleic acid (i.e., sequences located at the 5' and/or 3' ends of the 
nucleic acid) in the genomic DNA of the organism from which the nucleic acid is derived. 
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For example, in various embodiments, the isolated nucleic acid molecule can contain less 
than about 5 kb, 4kb, 3kb, 2kb, 1 kb, 0.5 kb or 0.1 kb of 5' and/or 3' nucleotide sequences 
which naturally flank the nucleic acid molecule in genomic DNA of the cell from which the 
nucleic acid is derived. Moreover, an "isolated" nucleic acid molecule, such as a cDNA 
molecule, can be substantially free of other cellular material, or culture medium when 
produced by recombinant techniques, or substantially free of chemical precursors or other 
chemicals when chemically synthesized. 

As used herein, the term "hybridizes under stringent conditions" describes conditions 
for hybridization and washing. Stringent conditions are known to those skilled in the art and 
can be found in Current Protocols in Molecular Biology, John Wiley & Sons, N.Y. (1989), 
6.3.1-6.3.6. Aqueous and nonaqueous methods are described in that reference and either can 
be used. A preferred, example of stringent hybridization conditions are hybridization in 6X 
sodium chloride/sodium citrate (SSC) at about 45°C, followed by one or more washes in 
0.2X SSC, 0.1% SDS at 50°C. Another example of stringent hybridization conditions are 
hybridization in 6X sodium chloride/sodium citrate (SSC) at about 45°C, followed by one or 
more washes in 0.2X SSC, 0. 1% SDS at 55°C. A further example of stringent hybridization 
conditions are hybridization in 6X sodium chloride/sodium citrate (SSC) at about 45°C, 
followed by one or more washes in 0.2X SSC, 0. 1% SDS at 60°C. Preferably, stringent 
hybridization conditions are hybridization in 6X sodium chloride/sodium citrate (SSC) at 
about 45°C, followed by one or more washes in 0.2X SSC, 0.1% SDS at 65°C. Particularly 
preferred stringency conditions (and the conditions that should be used if the practitioner is 
uncertain about what conditions should be applied to determine if a molecule is within a 
hybridization limitation of the invention) are 0.5M Sodium Phosphate, 7% SDS at 65°C, 
followed by one or more washes at 0.2X SSC, 1% SDS at 65°C. Preferably, an isolated 
nucleic acid molecule of the invention that hybridizes under stringent conditions to the 
sequence of SEQ ID NO:l, 4 or 7, corresponds to a naturally-occurring nucleic acid 
molecule. 

As used herein, a "naturally-occurring" nucleic acid molecule refers to an RNA or 
DNA molecule having a nucleotide sequence that occurs in nature (e.g., encodes a natural 
protein). 
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As used herein, the terms "gene" and "recombinant gene" refer to nucleic acid 
molecules which include an open reading frame encoding a jAZFl, jjAZl or jAZFl/jjAZl 
protein, preferably a mammalian jAZFl, jjAZl or jAZFl/jjAZl protein, and can further 
include non-coding regulatory sequences, and introns. 

An "isolated" or "purified" polypeptide or protein is substantially free of cellular 
material or other contaminating proteins from the cell or tissue source from which the protein 
is derived, or substantially free from chemical precursors or other chemicals when 
chemically synthesized. In one embodiment, the language "substantially free" means 
preparation of jAZFl, jjAZl or jAZFl/jjAZl protein having less than about 30%, 20%, 10% 
and more preferably 5% (by dry weight), of non-jAZFl, jjAZl or jAZFl/jjAZl protein (also 
referred to herein as a "contaminating protein"), or of chemical precursors or non-jAZFl, 
jjAZl or jAZFl/jjAZl chemicals. When the jAZFl, jjAZl or jAZFl/jjAZl protein or 
biologically active portion thereof is recombinantly produced, it is also preferably 
substantially free of culture medium, i.e., culture medium represents less than about 20%, 
more preferably less than about 10%, and most preferably less than about 5% of the volume 
of the protein preparation. The invention includes isolated or purified preparations of at least 
0.01, 0.1, 1.0, and 10 milligrams in dry weight. 

A "non-essential" amino acid residue is a residue that can be altered from the wild- 
type sequence of jAZFl, jjAZl or jAZFl/jjAZl (e.g., the sequence of SEQ ID NO:l, SEQ 
ID NO:3, SEQ ID NO:4, SEQ ID NO:6, SEQ ID NO:7, or SEQ ID NO:9, without abolishing 
or more preferably, without substantially altering a biological activity, whereas an "essential" 
amino acid residue results in such a change. For example, amino acid residues that are 
conserved among the polypeptides of the present invention, e.g., those present in the zinc 
finger domain, are predicted to be particularly unamenable to alteration. 

A "conservative amino acid substitution" is one in which the amino acid residue is 
replaced with an amino acid residue having a similar side chain. Families of amino acid 
residues having similar side chains have been defined in the art. These families include 
amino acids with basic side chains (e.g., lysine, arginine, histidine), acidic side chains (e.g., 
aspartic acid, glutamic acid), uncharged polar side chains (e.g., glycine, asparagine, 
glutamine, serine, threonine, tyrosine, cysteine), nonpolar side chains (e.g., alanine, valine, 
leucine, isoleucine, proline, phenylalanine, methionine, tryptophan), beta-branched side 
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chains (e.g., threonine, valine, isoleucine) and aromatic side chains (e.g., tyrosine, 
phenylalanine, tryptophan, histidine). Thus, a predicted nonessential amino acid residue in a 
jAZFl, jjAZl or jAZFl/jjAZl protein is preferably replaced with another amino acid residue 
from the same side chain family. Alternatively, in another embodiment, mutations can be 
introduced randomly along all or part of a jAZFl, jjAZl or jAZFl/jjAZl coding sequence, 
such as by saturation mutagenesis, and the resultant mutants can be screened for jAZFl, 
jjAZl or jAZFl/jjAZl biological activity to identify mutants that retain activity. Following 
mutagenesis of SEQ ID NO:l, SEQ ID NO:3, SEQ ID NO:4, SEQ ID NO:6, SEQ ID NO:7, 
or SEQ ID NO: 9, the encoded protein can be expressed recombinantly and the activity of the 
protein can be determined. 

Calculations of homology or sequence identity between sequences (the terms are used 
interchangeably herein) are performed as follows. To determine the percent identity of two 
amino acid sequences, or of two nucleic acid sequences, the sequences are aligned for 
optimal comparison purposes (e.g., gaps can be introduced in one or both of a first and a 
second amino acid or nucleic acid sequence for optimal alignment and non-homologous 
sequences can be disregarded for comparison purposes). In a preferred embodiment, the 
length of a reference sequence aligned for comparison purposes is at least 30%, preferably at 
least 40%, more preferably at least 50%, even more preferably at least 60%, and even more 
preferably at least 70%, 80%, 90%, 100% of the length of the reference sequence (e.g., when 
aligning a second sequence to the jAZFl, jjAZl or jAZFl/jjAZl amino acid sequence of 
SEQ ID NO:2, SEQ ID NO:5 OR SEQ ID NO:8 are aligned). The amino acid residues or 
nucleotides at corresponding amino acid positions or nucleotide positions are then compared. 
When a position in the first sequence is occupied by the same amino acid residue or 
nucleotide as the corresponding position in the second sequence, then the molecules are 
identical at that position (as used herein amino acid or nucleic acid "identity" is equivalent to 
amino acid or nucleic acid "homology"). The percent identity between the two sequences is 
a function of the number of identical positions shared by the sequences, taking into account 
the number of gaps, and the length of each gap, which need to be introduced for optimal 
alignment of the two sequences. 

The comparison of sequences and determination of percent identity between two 
sequences can be accomplished using a mathematical algorithm. In a preferred embodiment, 
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the percent identity between two amino acid sequences is determined using the Needleman 
and Wunsch (J. Mol Biol (48):444-453 (1970)) algorithm which has been incorporated into 
the GAP program in the GCG software package (available at http://www.gcg.com), using 
either a Blossum 62 matrix or a PAM250 matrix, and a gap weight of 16, 14, 12, 10, 8, 6, or 
4 and a length weight of 1, 2, 3, 4, 5, or 6. In yet another preferred embodiment, the percent 
identity between two nucleotide sequences is determined using the GAP program in the GCG 
software package (available at http://www.gcg.com), using aNWSgapdna.CMP matrix and a 
gap weight of 40, 50, 60, 70, or 80 and a length weight of 1, 2, 3, 4, 5, or 6. A particularly 
preferred set of parameters (and the one that should be used if the practitioner is uncertain 
about what parameters should be applied to determine if a molecule is within a sequence 
identity or homology limitation of the invention) are a Blossum 62 scoring matrix with a gap 
penalty of 12, a gap extend penalty of 4, and a frameshift gap penalty of 5. 

The percent identity between two amino acid or nucleotide sequences can be 
determined using the algorithm of E. Meyers and W. Miller (CABIOS, 4:1 1-17 (1989)) 
which has been incorporated into the ALIGN program (version 2.0), using a PAM120 weight 
residue table, a gap length penalty of 12 and a gap penalty of 4. 

The nucleic acid and protein sequences described herein can be used as a "query 
sequence" to perform a search against public databases to, for example, identify other family 
members or related sequences. Such searches can be performed using the NBLAST and 
XBLAST programs (version 2.0) of Altschul, et al. (1990) J. Mol Biol 215:403-10. BLAST 
nucleotide searches can be performed with the NBLAST program, score = 100, wordlength = 
12 to obtain nucleotide sequences homologous to jAZFl, jjAZl or jAZFl/jjAZl nucleic acid 
molecules of the invention. BLAST protein searches can be performed with the XBLAST 
program, score = 50, wordlength = 3 to obtain amino acid sequences homologous to jAZFl, 
jjAZl or jAZFl/jjAZl protein molecules of the invention. To obtain gapped alignments for 
comparison purposes, Gapped BLAST can be utilized as described in Altschul et al., (1997) 
Nucleic Acids Res. 25(17):3389-3402. When utilizing BLAST and Gapped BLAST 
programs, the default parameters of the respective programs (e.g., XBLAST and NBLAST) 
can be used. See http://www.ncbi.nlm.nih.gov. 

"Misexpression or aberrant expression", as used herein, refers to a non-wild type 
pattern of gene expression, at the RNA or protein level. It includes: expression at non-wild 
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type levels, i.e., over or under expression; a pattern of expression that differs from wild type 
in terms of the time or stage at which the gene is expressed, e.g., increased or decreased 
expression (as compared with wild type) at a predetermined developmental period or stage; a 
pattern of expression that differs from wild type in terms of decreased expression (as 
compared with wild type) in a predetermined cell type or tissue type; a pattern of expression 
that differs from wild type in terms of the splicing size, amino acid sequence, post- 
transitional modification, or biological activity of the expressed polypeptide; a pattern of 
expression that differs from wild type in terms of the effect of an environmental stimulus or 
extracellular stimulus on expression of the gene, e.g., a pattern of increased or decreased 
expression (as compared with wild type) in the presence of an increase or decrease in the 
strength of the stimulus. 

"Subject", as used herein, can refer to a mammal, e.g., a human, or to an experimental 
or animal or disease model. The subject can also be a non-human animal, e.g., a horse, cow, 
goat, or other domestic animal. 

A "purified preparation of cells", as used herein, refers to, in the case of plant or 
animal cells, an in vitro preparation of cells and not an entire intact plant or animal. In the 
case of cultured cells or microbial cells, it consists of a preparation of at least 10% and more 
preferably 50% of the subject cells. 

Other features and advantages of the invention will be apparent from the following 
detailed description, and from the claims. 

Brief Description of the Drawings 

Figure 1 depicts a cDNA sequence (SEQ ID NO:l) and predicted amino acid 
sequence (SEQ ID NO:2) of human jAZFl. The methionine-initiated open reading frame of 
human jAZFl, jjAZl or jAZFl/jjAZl (without the 5' and 3' untranslated regions) starts at 
nucleotide 52 until nucleotide 781 of SEQ ID NO:l (shown also as coding sequence (SEQ ID 
NO:3)). 

Figure 2 depicts a cDNA sequence (SEQ ID NO:4) and predicted amino acid 
sequence (SEQ ID NO:5) of human jjAZl. The methionine-initiated open reading frame of 
human jjAZl (without the 5' and 3' untranslated regions) starts at nucleotide 195 until 
nucleotide 241 1 of SEQ ID NO:4 (shown also as coding sequence (SEQ ID NO:6)). 
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Figure 3 depicts a cDNA sequence (SEQ ID NO:7) and predicted amino acid 
sequence (SEQ ID NO:8) of human of jAZFl/jjAZl . The methionine-initiated open reading 
frame of human jAZFl/jjAZl (without the 5' and 3' untranslated regions) starts at 
nucleotide 52 until nucleotide 2379 of SEQ ID NO:7 (shown also as coding sequence (SEQ 
ID NO:9)). 

Figures 4A-D are a schematic representation that depict the genomic structures of 
normal jAZFl (Fig. 4A) and jjAZl (Fig. 4C) genes, their processed transcripts (Fig. 4 B and 
D, respectively), and the positions of the breakpoints in the t(7;17)(pl5;q21) (shown with the 
double-headed arrows). 

Detailed Description 

The invention is based on the discovery of the DNA surrounding the breakpoint of a 
recurrent chromosomal translocation, t(7;17)(p!5;q21), initially reported in several cases of 
low grade ESS. The recombination at this breakpoint results in a fusion of two previously 
unknown zinc-finger proteins, which are termed JAZFl and JJAZ7. 

Fusion of the JAZFl and JJAZ1 genes is a common occurrence in several different types of 
uterine stromal tumors. The fusion is not limited to low grade ESSs, in which the 
t(7;17)(pl5;q21) was originally described, but is also present in at least some stromal 
nodules, high grade ESSs, and UUSs. Thus, the detection of the jAZFl/jjAZl gene fusion is 
indicative of an endometrial stromal tumor. 

The human jAZFl sequence (Figure 1; SEQ ID NO:l), which is approximately 3010 
nucleotides long including untranslated regions, contains a predicted methionine-initiated 
coding sequence of about 729 nucleotides (nucleotides 52-781 of SEQ ID NO:l; SEQ ID 
NO:3). The coding sequence encodes a 243 amino acid protein (SEQ ID NO:2). The 
shaded boxes in figure 1 indicate the amino acids that code for C 2 H 2 zinc finger domain; the 
double underline indicates the amino acids that code for the bipartite nuclear localization 
signal. The breakpoint in between amino acids 129 and 130 are indicated by the vertical line. 

The human jjAZl sequence (Figure 2; SEQ ID NO:4, which is approximately 4441 
nucleotides long including untranslated regions, contains a predicted methionine-initiated 
coding sequence of about 2217 nucleotides (nucleotides 195-241 1 of SEQ ID NO:4; SEQ ID 
NO:6). The coding sequence encodes a 739 amino acid protein (SEQ ID NO:4). The 
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shaded box in figure 2 indicates the amino acids that code for C2H2 zinc finger domain; the 
double underline indicates the amino acids that code for the bipartite nuclear localization 
signal. The breakpoint is between amino acids 92 and 93 are indicated by the vertical line. 

The human jAZFl/jjAZl sequence (Figure 3; SEQ ID NO:7, which is approximately 
4409 nucleotides long including untranslated regions, contains a predicted methionine- 
initiated coding sequence of about 2328 nucleotides (nucleotides 52-2379 of SEQ ID NO:7; 
SEQ ID NO:9). The coding sequence encodes a 776 amino acid protein (SEQ ID NO:8). 
The shaded boxes in figure 1 indicate the amino acids that code for C2H2 zinc finger domain; 
the double underline indicates the amino acids that code for the bipartite nuclear localization 
signal. The 5' portion of the gene is contributed by jAZFl and the 3' portion of the gene is 
contributed by jjAZl; the fusion is indicated by the vertical line. 

As the jAZFl, jjAZl or jAZFl/jjAZl polypeptides of the invention may modulate 
jAZFl, jjAZl or jAZFl /jjAZl -mediated activities, they may be useful as of for developing 
novel diagnostic and therapeutic agents for jAZFl, jjAZl or jAZFl /jjAZl -mediated or 
related disorders, as described below. For example, the jAZFl or jjAZl proteins act as 
transcription factors controlling transcription in a cell, and therefore may be used to modulate 
cell proliferation. Alternatively, the jAZFl/jjAZl molecules can act as novel diagnostic 
targets for detecting endometrial stromal tumors and differentiating endometrial stromal 
tumors from non-stromal sarcomas. 

More particularly, the presence of jAZFl/jjAZl RNA or protein can be used to 
identify a cell or tissue, or other biological sample, as being derived from enodmetrial 
stromal tumour. Expression can be determined by evaluating RNA, e.g., by hybridization of 
a jAZFl/jjAZl specific probe, or with a jAZFl/jjAZl specific antibody. 

As the jAZFl/jjAZl mRNA is expressed in an endometrial stromal tumor, it is likely 
that the expression of jAZFl/jjAZl molecules is associated with endometrial stromal tumor. 
For example, expression and/or activity of a jAZFl/jjAZl molecule can lead to an 
endometrial stromal tumor growth. Thus, the jAZFl/jjAZl molecules can act as novel 
diagnostic targets and small molecules that bind the protein fusion can act as therapeutic 
agents for controlling this class of tumors. 

The jAZFl, jjAZl or jAZFl/jjAZl protein, fragments thereof, and derivatives and 
other variants of the sequence in SEQ ID NO:2, SEQ ID NO:5 OR SEQ ID NO:8 thereof are 
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collectively referred to as "polypeptides or proteins of the invention" or "jAZFl, jjAZl or 
jAZFl/jjAZl polypeptides or proteins". Nucleic acid molecules encoding such polypeptides 
or proteins are collectively referred to as "nucleic acids of the invention" or "jAZFl JjAZl 
or jAZFl/jjAZl nucleic acids." jAZFl, jjAZl or jAZFl/jjAZl molecules refer to jAZFl, 
jjAZl or jAZFl/jjAZl nucleic acids, polypeptides, and antibodies. 

Various aspects of the invention are described in further detail below. 

Isolated Nucleic Acid Molecules 

In one aspect, the invention provides, an isolated or purified, nucleic acid molecule 
that encodes a jAZFl, jjAZl or jAZFl/jjAZl polypeptide described herein, e.g., a full length 
jAZFl, jjAZl or jAZFl/jjAZl protein or a fragment thereof, e.g., a biologically active 
portion of jAZFl, jjAZl or jAZFl/jjAZl protein. Also included is a nucleic acid fragment 
suitable for use as a hybridization probe, which can be used, e.g., to a identify nucleic acid 
molecule encoding a polypeptide of the invention, jAZFl, jjAZl or jAZFl/jjAZl mRNA, 
and fragments suitable for use as primers, e.g., PCR primers for the amplification or mutation 
of nucleic acid molecules. 

In one embodiment, an isolated nucleic acid molecule of the invention includes the 
nucleotide sequence shown in SEQ ID NO:l, 4, or 7, or a portion of any of these nucleotide 
sequences. In one embodiment, the nucleic acid molecule includes sequences encoding the 
human jAZFl, jjAZl or jAZFl/jjAZl protein, as well as 5* untranslated sequences. 
Alternatively, the nucleic acid molecule can include only the coding region of SEQ ID NO:l, 
4 or 7 and, e.g., no flanking sequences which normally accompany the subject sequence. 

In another embodiment, an isolated nucleic acid molecule of the invention includes a 
nucleic acid molecule which is a complement of the nucleotide sequence shown in SEQ ID 
NO:l, 3, 4, 6, 7 or 9, or a portion of any of these nucleotide sequences. In other 
embodiments, the nucleic acid molecule of the invention is sufficiently complementary to the 
nucleotide sequence shown in SEQ ID NO:l, 3, 4, 6, 7 or 9, such that it can hybridize to the 
nucleotide sequence shown in SEQ ID NO:l, SEQ ID NO:3, SEQ ID NO:4, SEQ ID NO:6, 
SEQ ID NO:7, or SEQ ID NO:9, thereby forming a stable duplex. 

In one embodiment, an isolated nucleic acid molecule of the present invention 
includes a nucleotide sequence which is at least about: 60%, 65%, 70%, 75%, 80%, 85%, 
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90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%, 99%, or more homologous to the entire 
length of the nucleotide sequence shown in SEQ ID NO: 7 or 9, or a portion, preferably of 
the same length, of any of these nucleotide sequences. 

A nucleic acid molecule of the invention can include only a portion of the nucleic acid 
sequence of SEQ ID NO:l, SEQ ID NO:3, SEQ ID NO:4, SEQ ID NO:6, SEQ ID NO:7, or 
SEQ ID NO:9. For example, such a nucleic acid molecule can include a fragment which can 
be used as a probe or primer or a fragment encoding a portion of a j AZF1 , jj AZ1 or 
jAZFl/jjAZl protein, e.g., an immunogenic or biologically active portion of a jAZFl, jjAZl 
or jAZFl/jjAZl protein. A fragment can comprise nucleotides 1503 to 1575 of SEQ ID 
NO:7, which encodes a C2H2 zinc finger domain of human jAZFl/jjAZl . The nucleotide 
sequence determined from the cloning of the jAZFl, jjAZl or jAZFl/jjAZl gene allows for 
the generation of probes and primers designed for use in identifying and/or cloning other 
jAZFl, jjAZl or jAZFl/jjAZl family members, or fragments thereof, as well as jAZFl, 
jjAZl or jAZFl/jjAZl homologues, or fragments thereof, from other species. 

In another embodiment, a nucleic acid includes a nucleotide sequence that includes part, 
or all, of the coding region and extends into either (or both) the 5' or 3 1 noncoding region. Other 
embodiments include a fragment which includes a nucleotide sequence encoding an amino acid 
fragment described herein. Nucleic acid fragments can encode a specific domain or site 
described herein or fragments thereof, particulary fragments thereof which are at least 20 amino 
acids in length. Fragments also include nucleic acid sequences corresponding to specific amino 
acid sequences described above or fragments thereof. Nucleic acid fragments should not to be 
construed as encompassing those fragments that may have been disclosed prior to the invention. 

A nucleic acid fragment can include a sequence corresponding to a domain, region, or 
functional site described herein. A nucleic acid fragment can also include one or more domain, 
region, or functional site described herein. Thus, for example, the nucleic acid fragment 
contains a C2H2 zinc finger domain. 

jAZFl, jjAZl or jAZFl/jjAZl probes and primers are provided. Typically a 
probe/primer is an isolated or purified oligonucleotide. The oligonucleotide typically 
includes a region of nucleotide sequence that hybridizes under stringent conditions to at least 
about 7, 12 or 15, preferably about 20 or 25, more preferably about 30, 35, 40, 45, 50, 55, 60, 
65, or 75 consecutive nucleotides of a sense or antisense sequence of SEQ ID NO:l, SEQ ID 
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NO:3, SEQ ID NO:4, SEQ ID NO:6, SEQ ID NO:7, or SEQ ID NO:9, or of a naturally 
occurring allelic variant or mutant of SEQ ID NO:l, SEQ ID NO:3, SEQ ID NO:4, SEQ ID 
NO:6, SEQ ID NO:7, or SEQ ID NO:9. 

The invention further encompasses nucleic acid molecules that differ from the 
nucleotide sequence shown in SEQ ID NO: 1 , 3, 4, 6, 7 or 9. Such differences can be due to 
degeneracy of the genetic code (and result in a nucleic acid which encodes the same jAZFl, 
jjAZl or jAZFl/jjAZl proteins as those encoded by the nucleotide sequence disclosed 
herein.) In another embodiment, an isolated nucleic acid molecule of the invention has a 
nucleotide sequence encoding a protein having an amino acid sequence which differs, by at 
least 1, but less than 5, 10, 20, 50, or 100 amino acid residues that shown in SEQ ID NO:2, 
SEQ ID NO:5 OR SEQ ID NO:8. 



Antisense Nucleic Acid Molecules, Ribozvmes and Modified iAZFL iiAZl or 
iAZFl/iiAZl Nucleic Acid Molecules 

In another aspect, the invention features, an isolated nucleic acid molecule which is 
antisense to jAZFl, jjAZl or jAZFl /jjAZl. An "antisense" nucleic acid can include a 
nucleotide sequence which is complementary to a "sense" nucleic acid encoding a protein, 
e.g., complementary to the coding strand of a double-stranded cDNA molecule or 
complementary to an mRNA sequence. The antisense nucleic acid can be complementary to 
an entire jAZFl, jjAZl or jAZFl/jjAZl coding strand, or to only a portion thereof (e.g., the 
coding region of human jAZFl/jjAZl corresponding to SEQ ID NO:9). In another 
embodiment, the antisense nucleic acid molecule is antisense to a "noncoding region" of the 
coding strand of a nucleotide sequence encoding jAZFl, jjAZl or jAZFl/jjAZl (e.g., the 5' 
and 3' untranslated regions). 

An antisense nucleic acid can be designed such that it is complementary to the entire 
coding region of jAZFl, jjAZl or jAZFl/jjAZl mRNA, but more preferably is an 
oligonucleotide which is antisense to only a portion of the coding or noncoding region of 
jAZFl, jjAZl or jAZFl/jjAZl mRNA. For example, the antisense oligonucleotide can be 
complementary to the region surrounding the translation start site of jAZFl, jjAZl or 
jAZFl/jjAZl mRNA, e.g., between the -10 and +10 regions of the target gene nucleotide 
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sequence of interest. An antisense oligonucleotide can be, for example, about 7, 10, 15, 20, 
25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75, 80, or more nucleotides in length. 

An antisense nucleic acid of the invention can be constructed using chemical 
synthesis and enzymatic ligation reactions using procedures known in the art. For example, 
an antisense nucleic acid (e.g., an antisense oligonucleotide) can be chemically synthesized 
using naturally occurring nucleotides or variously modified nucleotides designed to increase 
the biological stability of the molecules or to increase the physical stability of the duplex 
formed between the antisense and sense nucleic acids, e.g., phosphorothioate derivatives and 
acridine substituted nucleotides can be used. The antisense nucleic acid also can be produced 
biologically using an expression vector into which a nucleic acid has been subcloned in an 
antisense orientation (i.e., RNA transcribed from the inserted nucleic acid will be of an 
antisense orientation to a target nucleic acid of interest, described further in the following 
subsection). 

The antisense nucleic acid molecules of the invention are typically administered to a 
subject (e.g., by direct injection at a tissue site), or generated in situ such that they hybridize 
with or bind to cellular mRNA and/or genomic DNA encoding ajAZFl, jjAZl or 
jAZFl/jjAZl protein to thereby inhibit expression of the protein, e.g., by inhibiting 
transcription and/or translation. Alternatively, antisense nucleic acid molecules can be 
modified to target selected cells and then administered systemically. For systemic 
administration, antisense molecules can be modified such that they specifically bind to 
receptors or antigens expressed on a selected cell surface, e.g., by linking the antisense 
nucleic acid molecules to peptides or antibodies which bind to cell surface receptors or 
antigens. The antisense nucleic acid molecules can also be delivered to cells using the 
vectors described herein. To achieve sufficient intracellular concentrations of the antisense 
molecules, vector constructs in which the antisense nucleic acid molecule is placed under the 
control of a strong pol II or pol III promoter are preferred. 

In yet another embodiment, the antisense nucleic acid molecule of the invention is an 
a-anomeric nucleic acid molecule. An oc-anomeric nucleic acid molecule forms specific 
double-stranded hybrids with complementary RNA in which, contrary to the usual p-units, 
the strands run parallel to each other (Gaultier et al. (1987) Nucleic Acids. Res. 15:6625- 
6641). The antisense nucleic acid molecule can also comprise a 2-o-methylribonucleotide 
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(Inoue et al. (1987) Nucleic Acids Res, 15:613 1-6148) or a chimeric RNA-DNA analogue 
(Inoue et al. (1987) FEES Lett 215:327-330). 

In still another embodiment, an antisense nucleic acid of the invention is a ribozyme. 
A ribozyme having specificity for a jAZFl, jjAZl or jAZFl/jjAZl-encoding nucleic acid can 
include one or more sequences complementary to the the nucleotide sequence of a jAZFl, 
jjAZl or jAZFl/jjAZl cDNA disclosed herein (i.e., SEQ ID NO:l, 3, 4, 6 5 7 or 9), and a 
sequence having known catalytic sequence responsible for mRNA cleavage (see U.S. Pat. 
No. 5,093,246 or Haselhoff and Gerlach (1988) Nature 334:585-591). For example, a 
derivative of a Tetrahymena L-19 IVS RNA can be constructed in which the nucleotide 
sequence of the active site is complementary to the nucleotide sequence to be cleaved in a 
jAZFl, jjAZl or jAZFl/jjAZl-encoding mRNA. See, e.g., Cech et al. U.S. Patent No. 
4,987,071; and Cechetal. U.S. Patent No. 5,116,742. Alternatively, jAZFl, jjAZl or 
jAZFl/jjAZl mRNA can be used to select a catalytic RNA having a specific ribonuclease 
activity from a pool of RNA molecules. See, e.g., Bartel, D. and Szostak, J.W. (1993) 
Science 261:1411-1418. 

jAZFl, jjAZl or jAZFl/jjAZl gene expression can be inhibited by targeting 
nucleotide sequences complementary to the regulatory region of the jAZFl, jjAZl or 
jAZFl/jjAZl (e.g., the jAZFl, jjAZl or jAZFl/jjAZl promoter and/or enhancers) to form 
triple helical structures that prevent transcription of the jAZFl, jjAZl or jAZFl/jjAZl gene 
in target cells. 

The invention also provides detectably labeled oligonucleotide primer and probe 
molecules. Typically, such labels are chemiluminescent, fluorescent, radioactive, or 
colorimetric. 

The invention also includes molecular beacon oligonucleotide primer and probe molecules 
having at least one region which is complementary to a jAZFl, jjAZl or jAZFl/jjAZl 
nucleic acid of the invention, two complementary regions one having a fluorophore and one 
a quencher such that the molecular beacon is useful for quantitating the presence of the 
jAZFl JjAZl or jAZFl/jjAZl nucleic acid of the invention in a sample. Molecular beacon 
nucleic acids are described, for example, in Lizardi et al., U.S. Patent No. 5,854,033; 
Nazarenko et al., U.S. Patent No. 5,866,336, and Livak et al., U.S. Patent 5,876,930. 
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Isolated iAZFL iiAZl or iAZFl/iiAZl polypeptides 

In another aspect, the invention features, an isolated jAZFl, jjAZl or jAZFl/jjAZl 
protein, or fragment, e.g., a biologically active portion, for use as immunogens or antigens to 
raise or test (or more generally to bind) anti-jAZFl, jjAZl or jAZFl/jjAZl antibodies. 
jAZFl, jjAZl or jAZFl/jjAZl protein can be isolated from cells or tissue sources using 
standard protein purification techniques. jAZFl, jjAZl or jAZFl/jjAZl protein or fragments 
thereof can be produced by recombinant DNA techniques or synthesized chemically. 

Polypeptides of the invention include those which arise as a result of the existence of 
multiple genes, alternative transcription events, alternative RNA splicing events, and 
alternative translational and postradiational events. The polypeptide can be expressed in 
systems, e.g., cultured cells, which result in substantially the same postradiational 
modifications present when expressed the polypeptide is expressed in a native cell, or in 
systems which result in the alteration or omission of postradiational modifications, e.g., 
gylcosylation or cleavage, present when expressed in a native cell. 

In a preferred embodiment, the jAZFl/jjAZl protein, or fragment thereof, differs 
from the corresponding sequence in SEQ ID NO: 8. In one embodiment it differs by at least 
one but by less than 15, 10 or 5 amino acid residues. In another it differs from the 
corresponding sequence in SEQ ID NO:8 by at least one residue but less than 20%, 15%, 
10% or 5% of the residues in it differ from the corresponding sequence in SEQ ID NO:8. 

Other embodiments include a protein that contain one or more changes in amino acid 
sequence, e.g., a change in an amino acid residue which is not essential for activity. Such 
jAZFl/jjAZl proteins differ in amino acid sequence from SEQ ID NO:8, yet retain biological 
activity. 

In one embodiment, the protein includes an amino acid sequence at least about 50%, 
55%, 60%, 65%, 70%, 75%, 80%, 85%, 90%, 95%, 98% or more homologous to SEQ ID 
NO:8. 

In one embodiment, a biologically active portion of a jAZFl/jjAZl protein includes a 
C 2 H 2 zinc finger domain. Moreover, other biologically active portions, in which other 
regions of the protein are deleted, can be prepared by recombinant techniques and evaluated 
for one or more of the functional activities of a native jAZFl, jjAZl or jAZFl/jjAZl protein. 
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In a preferred embodiment, the jAZFl, jjAZl or jAZFl/jjAZl protein has an amino 
acid sequence shown in SEQ ID NO:2, 5, or 8. In other embodiments, the jAZFl , jjAZl or 
jAZFl/jjAZl protein is substantially identical to SEQ ID NO:2, 5, or 8. In yet another 
embodiment, the jAZFl, jjAZl or jAZFl/jjAZl protein is substantially identical to SEQ ID 
NO:2, 5, or 8 and retains the functional activity of the protein of SEQ ID NO:2, SEQ ID 
NO:5 or SEQ IDNO:8. 

iAZFK iiAZl or iAZFl/iiAZl Chimeric or Fusion Proteins 

In another aspect, the invention provides jAZFl, jjAZl or jAZFl/jjAZl chimeric or 
fusion proteins. As used herein, a jAZFl, jjAZl or jAZFl/jjAZl "chimeric protein" or 
"fusion protein" includes a jAZFl, jjAZl or jAZFl/jjAZl polypeptide linked to a non- 
jAZFl, jjAZl or jAZFl/jjAZl polypeptide. A "non-jAZFl, jjAZl or jAZFl/jjAZl 
polypeptide" refers to a polypeptide having an amino acid sequence corresponding to a 
protein which is not substantially homologous to the jAZFl, jjAZl or jAZFl/jjAZl protein, 
e.g., a protein which is different from the jAZFl, jjAZl or jAZFl/jjAZl protein and which is 
derived from the same or a different organism. The jAZFl, jjAZl or jAZFl/jjAZl 
polypeptide of the fusion protein can correspond to all or a portion e.g., a fragment described 
herein of a jAZFl, jjAZl or jAZFl/jjAZl amino acid sequence. In a preferred embodiment, 
a jAZFl, jjAZl or jAZFl/jjAZl fusion protein includes at least one (or two) biologically 
active portion of a jAZFl, jjAZl or jAZFl/jjAZl protein. The non-jAZFl, jjAZl or 
jAZFl/jjAZl polypeptide can be fused to the N-terminus or C-terminus of the jAZFl , jjAZl 
or jAZFl/jjAZl polypeptide. 

The fusion protein can include a moiety which has a high affinity for a ligand. For 
example, the fusion protein can be a GST-jAZFl, jjAZl or jAZFl/jjAZl fusion protein in 
which the jAZFl, jjAZl or jAZFl/jjAZl sequences are fused to the C-terminus of the GST 
sequences. Such fusion proteins can facilitate the purification of recombinant jAZFl , jjAZl 
or jAZFl/jjAZl. Alternatively, the fusion protein can be a jAZFl, jjAZl or jAZFl/jjAZl 
protein containing a heterologous signal sequence at its N-terminus. In certain host cells 
(e.g., mammalian host cells), expression and/or secretion of jAZFl, jjAZl or jAZFl/jjAZl 
can be increased through use of a heterologous signal sequence. 
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Fusion proteins can include all or a part of a serum protein, e.g., an IgG constant 
region, or human serum albumin. 

The jAZFl, jjAZl or jAZFl/jjAZl fusion proteins of the invention can be 
incorporated into pharmaceutical compositions and administered to a subject in vivo. The 
jAZFl, jjAZl or jAZFl/jjAZl fusion proteins can be used to affect the bioavailability of a 
jAZFl, jjAZl or jAZFl/jjAZl substrate. jAZFl, jjAZl or jAZFl/jjAZl fusion proteins may 
be useful therapeutically for the treatment of disorders caused by, for example, (i) aberrant 
modification or mutation of a gene encoding a jAZFl, jjAZl or jAZFl/jjAZl protein; (ii) 
mis-regulation of the jAZFl, jjAZl or jAZFl/jjAZl gene; and (iii) aberrant post-translational 
modification of a jAZFl, jjAZl or jAZFl/jjAZl protein. 

Moreover, the jAZFl , jjAZl or jAZFl /jjAZl -fusion proteins of the invention can be 
used as immunogens to produce anti-jAZFl JjAZl or jAZFl/jjAZl antibodies in a subject, 
to purify jAZFl, jjAZl or jAZFl/jjAZl ligands and in screening assays to identify molecules 
which inhibit the interaction of jAZFl, jjAZl or jAZFl/jjAZl with a jAZFl, jjAZl or 
jAZFl/jjAZl substrate. 

Expression vectors are commercially available that already encode a fusion moiety 
(e.g., a GST polypeptide). A jAZFl, jjAZl or jAZFl /jjAZl -encoding nucleic acid can be 
cloned into such an expression vector such that the fusion moiety is linked in-frame to the 
jAZFl, jjAZl or jAZFl/jjAZl protein. 

Anti-iAZFL iiAZl or iAZFl/iiAZl Antibodies 

In another aspect, the invention provides an anti-jAZFl, jjAZl or jAZFl/jjAZl 
antibody. The term "antibody" as used herein refers to an immunoglobulin molecule or 
immunologically active portion thereof, i.e., an antigen-binding portion. Examples of 
immunologically active portions of immunoglobulin molecules include F(ab) and F(ab')2 
fragments which can be generated by treating the antibody with an enzyme such as pepsin. 

The antibody can be a polyclonal, monoclonal, recombinant, e.g., a chimeric or 
humanized, fully human, non-human, e.g., murine, or single chain antibody. In a preferred 
embodiment it has effector function and can fix complement. The antibody can be coupled 
to a toxin or imaging agent. 
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A full-length jAZFl, jjAZl or jAZFl/jjAZl protein or, antigenic peptide fragment of 
jAZFl, jjAZl or jAZFl/jjAZl can be used as an immunogen or can be used to identify anti- 
jAZFl, jjAZl or jAZFl/jjAZl antibodies made with other immunogens, e.g., cells, 
membrane preparations, and the like. The antigenic peptide of jAZFl, jjAZl or 
jAZFl/jjAZl should include at least 8 amino acid residues of the amino acid sequence shown 
in SEQ ID NO:2, 5 or 8 and encompasses an epitope of jAZFl, jjAZl or jAZFl/jjAZl. 
Preferably, the antigenic peptide includes at least 10 amino acid residues, more preferably at 
least 15 amino acid residues, even more preferably at least 20 amino acid residues, and most 
preferably at least 30 amino acid residues. 

Preferred epitopes encompassed by the antigenic peptide are regions of jAZFl, jjAZl 
or jAZFl/jjAZl are located on the surface of the protein, e.g., hydrophilic regions, as well as 
regions with high antigenicity. For example, an Emini surface probability analysis of the 
human jAZFl, jjAZl or jAZFl/jjAZl protein sequence can be used to indicate the regions 
that have a particularly high probability of being localized to the surface of the jAZFl, jjAZl 
or jAZFl/jjAZl protein and are thus likely to constitute surface residues useful for targeting 
antibody production. 

In a preferred embodiment the antibody binds specifically to the jAZFl/jjAZl fusion 
protein and does not bind to the jAZFl or jjAZl polypeptides. An anti-jAZFl /jjAZl 
antibody (e.g., monoclonal antibody) can be generated using standard techniques. For 
example, monoclonal antibodies can be generated against a polypeptide sequence that occurs 
at the breakpoint of the fusion protein, e.g,. against amino acids 1 15-135 of SEQ ID NO: 8. 
The ability to select for antibodies that bind the fusion protein and not to jAZFl or jjAZl can 
be accomplished by screening for antibodies that only bind the fusion protein, e.g., using 
standard techniques, such as immunoprecipitation. A specific anti-jAZFl /jjAZl antibody 
(e.g., monoclonal antibody) that does not bind to jAZFl or jjAZl can be used to detect a 
jAZFl/jjAZl protein (e.g., in a biological sample that is suspected of being an endometrial 
stromal tumour) in order to evaluate the abundance and pattern of expression of the protein. 
Anti- jAZFl/jjAZl antibodies can be used diagnostically to monitor protein levels in tissue 
as part of a clinical testing procedure, e.g., to, for example, determine the efficacy of a given 
treatment regimen, e.g., the treatment of an endometrial stromal tumor. Detection can be 
facilitated by coupling (i.e., physically linking) the antibody to a detectable substance (i.e., 
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antibody labelling). Examples of detectable substances include various enzymes, prosthetic 
groups, fluorescent materials, luminescent materials, bioluminescent materials, and 
radioactive materials. Examples of suitable enzymes include horseradish peroxidase, 
alkaline phosphatase, p-galactosidase, or acetylcholinesterase; examples of suitable 
prosthetic group complexes include streptavidin/biotin and avidin/biotin; examples of 
suitable fluorescent materials include umbelliferone, fluorescein, fluorescein isothiocyanate, 
rhodamine, dichlorotriazinylamine fluorescein, dansyl chloride or phycoerythrin; an example 
of a luminescent material includes luminol; examples of bioluminescent materials include 
luciferase, luciferin, and aequorin, and examples of suitable radioactive material include 

125 I, ^1, *^ 5 S or ^H. Portions or fragments of the nucleic acid sequences identified herein 
can be used as polynucleotide reagents. 

Chimeric, humanized, but most preferably, completely human antibodies are desirable 
for applications which include repeated administration, e.g., therapeutic treatment (and some 
diagnostic applications) of human patients. 

Recombinant Expression Vectors, Host Cells and Genetically Engineered Cells 

In another aspect, the invention includes, vectors, preferably expression vectors, 
containing a nucleic acid encoding a polypeptide described herein. As used herein, the term 
"vector" refers to a nucleic acid molecule capable of transporting another nucleic acid to 
which it has been linked and can include a plasmid, cosmid or viral vector. The vector can 
be capable of autonomous replication or it can integrate into a host DNA. Viral vectors 
include, e.g., replication defective retroviruses, adenoviruses and adeno-associated viruses. 

A vector can include a jAZFl, jjAZl or jAZFl/jjAZl nucleic acid in a form suitable 
for expression of the nucleic acid in a host cell. Preferably the recombinant expression 
vector includes one or more regulatory sequences operatively linked to the nucleic acid 
sequence to be expressed. The term "regulatory sequence" includes promoters, enhancers 
and other expression control elements (e.g., polyadenylation signals). Regulatory sequences 
include those which direct constitutive expression of a nucleotide sequence, as well as tissue- 
specific regulatory and/or inducible sequences. 

The recombinant expression vectors of the invention can be designed for expression 
of jAZFl, jjAZl or jAZFl/jjAZl proteins in prokaryotic or eukaryotic cells. For example, 
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polypeptides of the invention can be expressed in E. coli, insect cells (e.g., using baculovirus 
expression vectors), yeast cells or mammalian cells. Suitable host cells are discussed further 
in Goeddel, Gene Expression Technology: Methods in Enzymology 185, Academic Press, 
San Diego, CA (1990). Alternatively, the recombinant expression vector can be transcribed 
and translated in vitro, for example using T7 promoter regulatory sequences and T7 
polymerase. 

In another embodiment, the recombinant mammalian expression vector is capable of 
directing expression of the nucleic acid preferentially in a particular cell type (e.g., tissue- 
specific regulatory elements are used to express the nucleic acid). Non-limiting examples of 
suitable tissue-specific promoters include the albumin promoter (liver-specific; Pinkert et al. 
(1987) Genes Dev. 1:268-277), lymphoid-specific promoters (Calame and Eaton (1988) Adv. 
Immunol. 43:235-275), in particular promoters of T cell receptors (Winoto and Baltimore 
(1989) EMBOJ. 8:729-733) and immunoglobulins (Banerji et al. (1983) Cell 33:729-740; 
Queen and Baltimore (1983) Cell 33:741-748), neuron-specific promoters (e.g., the 
neurofilament promoter; Byrne and Ruddle (1989) Proc. Natl. Acad. Set USA 86:5473- 
5477), pancreas-specific promoters (Edlund et al. (1985) Science 230:912-916), and 
mammary gland-specific promoters (e.g., milk whey promoter; U.S. Patent No. 4,873,316 
and European Application Publication No. 264,166). Developmentally-regulated promoters 
are also encompassed, for example, the murine hox promoters (Kessel and Gruss (1990) 
Science 249:374-379) and the oc-fetoprotein promoter (Campes and Tilghman (1989) Genes 
Dev. 3:537-546). 

The invention further provides a recombinant expression vector comprising a DNA 
molecule of the invention cloned into the expression vector in an antisense orientation. 
Regulatory sequences (e.g., viral promoters and/or enhancers) operatively linked to a nucleic 
acid cloned in the antisense orientation can be chosen which direct the constitutive, tissue 
specific or cell type specific expression of antisense RNA in a variety of cell types. The 
antisense expression vector can be in the form of a recombinant plasmid, phagemid or 
attenuated virus. For a discussion of the regulation of gene expression using antisense genes 
see Weintraub, H. et al., Antisense RNA as a molecular tool for genetic analysis, Reviews - 
Trends in Genetics, Vol. 1(1) 1986. 
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Vector DNA can be introduced into host cells via conventional transformation or 
transfection techniques. As used herein, the terms "transformation" and "transfection" are 
intended to refer to a variety of art-recognized techniques for introducing foreign nucleic acid 
(e.g., DNA) into a host cell, including calcium phosphate or calcium chloride co- 
precipitation, DEAE-dextran-mediated transfection, lipofection, or electroporation 

A host cell of the invention can be used to produce (i.e., express) a j AZF1 , jjAZl or 
jAZFl/jjAZl protein. Accordingly, the invention further provides methods for producing a 
jAZFl, jjAZl or jAZFl/jjAZl protein using the host cells of the invention. 

Transgenic Animals 

The invention provides non-human transgenic animals. Such animals are useful for 
studying the function and/or activity of a jAZFl, jjAZl or jAZFl/jjAZl protein and for 
identifying and/or evaluating modulators of jAZFl, jjAZl or jAZFl/jjAZl activity. As used 
herein, a "transgenic animal" is a non-human animal, preferably a mammal, more preferably 
a rodent such as a rat or mouse, in which one or more of the cells of the animal includes a 
transgene. Other examples of transgenic animals include non-human primates, sheep, dogs, 
cows, goats, chickens, amphibians, and the like. A transgene is exogenous DNA or a 
rearrangment, e.g., a deletion of endogenous chromosomal DNA, which preferably is 
integrated into or occurs in the genome of the cells of a transgenic animal. A transgene can 
direct the expression of an encoded gene product in one or more cell types or tissues of the 
transgenic animal, other transgenes, e.g., a knockout, reduce expression. Thus, a transgenic 
animal can be one in which an endogenous jAZFl, jjAZl or jAZFl/jjAZl gene has been 
altered by, e.g., by homologous recombination between the endogenous gene and an 
exogenous DNA molecule introduced into a cell of the animal, e.g., an embryonic cell of the 
animal, prior to development of the animal. 

Intronic sequences and polyadenylation signals can also be included in the transgene 
to increase the efficiency of expression of the transgene. A tissue-specific regulatory 
sequence(s) can be operably linked to a transgene of the invention to direct expression of a 
jAZFl, jjAZl or jAZFl/jjAZl protein to particular cells. A transgenic founder animal can be 
identified based upon the presence of a jAZFl, jjAZl or jAZFl/jjAZl transgene in its 
genome and/or expression of jAZFl, jjAZl or jAZFl/jjAZl mRNA in tissues or cells of the 
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animals. A transgenic founder animal can then be used to breed additional animals carrying 
the transgene. Moreover, transgenic animals carrying a transgene encoding a jAZFl , jjAZl 
or jAZFl/jjAZl protein can further be bred to other transgenic animals carrying other 
transgenes. In a preferred embodiment, a jAZFl/jjAZl fusion transgene is introduced into a 
transgenic animal and that animal can serve as an animal model for endometrial stromal 
tumors. 

jAZFl, jjAZl or jAZFl/jjAZl proteins or polypeptides can be expressed in transgenic 
animals, e.g., a nucleic acid encoding the protein or polypeptide can be introduced into the 
genome of an animal. The invention also includes a population of cells from a transgenic 
animal, as discussed. 

Uses 

The nucleic acid molecules, proteins, protein homologues, and antibodies described 
herein can be used in one or more of the following methods: a) screening assays; b) 
predictive medicine (e.g., diagnostic assays, prognostic assays, monitoring clinical trials, and 
pharmacogenetics); and c) methods of treatment (e.g., therapeutic and prophylactic). 

The isolated nucleic acid molecules of the invention can be used, for example, to 
express a jAZFl, jjAZl or jAZFl/jjAZl protein (e.g., via a recombinant expression vector in 
a host cell in gene therapy applications), to detect a jAZFl, jjAZl or jAZFl/jjAZl mRNA 
(e.g., in a biological sample) and to modulate jAZFl, jjAZl or jAZFl/jjAZl activity, as 
described further below. The jAZFl or jjAZl can be used to treat disorders characterized by 
insufficient or excessive production of ajAZFl or jjAZl. In addition, the jAZFl, jjAZl or 
jAZFl/jjAZl proteins can be used to screen for naturally occurring jAZFl, jjAZl or 
jAZFl/jjAZl substrates, to screen for drugs or compounds which modulate jAZFl, jjAZl or 
jAZFl/jjAZl activity, as well as to treat disorders characterized by insufficient or excessive 
production of jAZFl, jjAZl or jAZFl/jjAZl protein or production of jAZFl, jjAZl or 
jAZFl/jjAZl protein forms which have decreased, aberrant or unwanted activity compared to 
jAZFl, jjAZl or jAZFl/jjAZl wild type protein (e.g., expression of jAZFl/jjAZl gene 
sequence is associated with endometrial stromal tumor growth). Moreover, the anti-jAZFl, 
jjAZl or jAZFl/jjAZl antibodies of the invention can be used to detect and isolate jAZFl, 
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jjAZl or jAZFl/jjAZl proteins, regulate the bioavailability of jAZFl, jjAZl or jAZFl/jjAZl 
proteins, and modulate jAZFl, jjAZl or jAZFl/jjAZl activity. 

A method of evaluating a compound for the ability to interact with, e.g., bind, a 
subject jAZFl, jjAZl or jAZFl/jjAZl polypeptide is provided. For example, the method 
includes: contacting the compound with the subject jAZFl/jjAZl polypeptide; and 
evaluating ability of the compound to interact with, e.g., to bind or form a complex with the 
subject jAZFl/jjAZl polypeptide. This method can be performed in vitro, e.g., in a cell free 
system, or in vivo, e.g., in a two-hybrid interaction trap assay. This method can be used to 
identify naturally occurring molecules which interact with subject jAZFl/jjAZl polypeptide. 
It can also be used to find natural or synthetic inhibitors of subject jAZFl/jjAZl polypeptide. 
Screening methods are discussed in more detail below. 

Screening Assays : 

The invention provides methods (also referred to herein as "screening assays' 1 ) for 
identifying modulators, i.e., candidate or test compounds or agents (e.g., proteins, peptides, 
peptidomimetics, peptoids, small molecules or other drugs) which bind to jAZFl, jjAZl or 
jAZFl/jjAZl proteins, have a stimulatory or inhibitory effect on, for example, jAZFl, jjAZl 
or jAZFl/jjAZl expression or jAZFl, jjAZl or jAZFl/jjAZl activity, or have a stimulatory 
or inhibitory effect on, for example, the expression or activity of a jAZFl, jjAZl or 
jAZFl/jjAZl substrate. Compounds thus identified can be used to modulate the activity of 
target gene products (e.g., jAZFl, jjAZl or jAZFl/jjAZl genes) in a therapeutic protocol, to 
elaborate the biological function of the target gene product, or to identify compounds that 
disrupt normal target gene interactions. For example, expression of a jAZFl/jjAZl fusion 
gene is associated with endometrial stromal tumor growth. The identification of a compound 
which downregulates jAZFl/jjAZl fusion gene expression may be useful in inhibiting 
growth of an endometrial stromal tumor. 

In one embodiment, the invention provides assays for screening candidate or test 
compounds which are substrates of a jAZFl, jjAZl or jAZFl/jjAZl protein or polypeptide or 
a biologically active portion thereof. In another embodiment, the invention provides assays 
for screening candidate or test compounds which bind to or modulate the activity of a jAZFl, 
jjAZl or jAZFl/jjAZl protein or polypeptide or a biologically active portion thereof. 
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The test compounds of the present invention can be obtained using any of the 
numerous approaches in combinatorial library methods known in the art, including: 
biological libraries; peptoid libraries [libraries of molecules having the functionalities of 
peptides, but with a novel, non-peptide backbone which are resistant to enzymatic 
degradation but which nevertheless remain bioactive] (see, e.g., Zuckermann, R.N. et al. J. 
Med. Chem. 1994, 37: 2678-85); spatially addressable parallel solid phase or solution phase 
libraries; synthetic library methods requiring deconvolution; the 'one-bead one-compound 1 
library method; and synthetic library methods using affinity chromatography selection. The 
biological library and peptoid library approaches are limited to peptide libraries, while the 
other four approaches are applicable to peptide, non-peptide oligomer or small molecule 
libraries of compounds (Lam, K.S. (1997) Anticancer Drug Des. 12:145). 

Examples of methods for the synthesis of molecular libraries can be found in the art, 
for example in: DeWitt et al (1993) Proc. Natl Acad Scl U.S.A. 90:6909; Erb et al. (1994) 
Proc. Natl. Acad Sci. USA 91 : 1 1422; Zuckermann et al. (1994). J. Med Chem. 37:2678; 
Cho et al. (1993) Science 261:1303; Carrell et al. (l994)Angew. Chem. Int. Ed Engl 
33:2059; Carell et al (1994) Angew. Chem. Int. Ed. Engl. 33:2061; and in Gallop et al. 
(1994) J. Med Chem. 37:1233. 

Libraries of compounds may be presented in solution (e.g., Houghten (1992) 
Biotechniques 13:412-421), or on beads (Lam (1991) Nature 354:82-84), chips (Fodor 
(1993) Nature 364:555-556), bacteria (Ladner USP 5,223,409), spores (Ladner USP *409), 
plasmids (Cull et al. (1992) Proc Natl Acad Sci USA 89:1865-1869) or on phage (Scott and 
Smith (1990) Science 249:386-390); (Devlin (1990) Science 249:404-406); (Cwirla et al. 
(1990) Proc. Natl Acad Sci. 87:6378-6382); (Felici (1991) J. Mol. Biol. 222:301-310); 
(Ladner supra.). 

In one embodiment, an assay is a cell-based assay in which a cell which expresses a 
jAZFl, jjAZl or jAZFl/jjAZl protein or biologically active portion thereof is contacted with 
a test compound, and the ability of the test compound to modulate jAZFl, jjAZl or 
jAZFl/jjAZl activity is determined. Determining the ability of the test compound to 
modulate jAZFl, jjAZl or jAZFl/jjAZl activity can be accomplished by monitoring, for 
example, endometrial stromal tumor growth. 
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The ability of the test compound to modulate jAZFl, jjAZl or jAZFl/jjAZl binding 
to a compound, e.g., ajAZFl, jjAZl or jAZFl/jjAZl substrate, or to bind to jAZFl, jjAZl or 
jAZFl/jjAZl can also be evaluated. This can be accomplished, for example, by coupling the 
compound, e.g., the substrate, with a radioisotope or enzymatic label such that binding of the 
compound, e.g., the substrate, to jAZFl, jjAZl or jAZFl/jjAZl can be determined by 
detecting the labeled compound, e.g., substrate, in a complex. Alternatively, jAZFl , jjAZl 
or jAZFl/jjAZl could be coupled with a radioisotope or enzymatic label to monitor the 
ability of a test compound to modulate jAZFl, jjAZl or jAZFl/jjAZl binding to ajAZFl, 
jjAZl or jAZFl/jjAZl substrate in a complex. For example, compounds (e.g., jAZFl, jjAZl 
or jAZFl/jjAZl substrates) can be labeled with 125 I, 35 S, 14 C, or 3 H, either directly or 
indirectly, and the radioisotope detected by direct counting of radioemmission or by 
scintillation counting. Alternatively, compounds can be enzymatically labeled with, for 
example, horseradish peroxidase, alkaline phosphatase, or luciferase, and the enzymatic label 
detected by determination of conversion of an appropriate substrate to product. 

The ability of a compound (e.g., a jAZFl, jjAZl or jAZFl/jjAZl substrate) to interact 
with jAZFl, jjAZl or jAZFl/jjAZl with or without the labeling of any of the interactants can 
be evaluated. For example, a microphysiometer can be used to detect the interaction of a 
compound with jAZFl, jjAZl or jAZFl/jjAZl without the labeling of either the compound 
or the jAZFl, jjAZl or jAZFl/jjAZl. McConnell, H. M. et al. (1992) Science 257:1906- 
1912. As used herein, a "microphysiometer" (e.g., Cytosensor) is an analytical instrument 
that measures the rate at which a cell acidifies its environment using a light-addressable 
potentiometric sensor (LAPS). Changes in this acidification rate can be used as an indicator 
of the interaction between a compound and jAZFl, jjAZl or jAZFl/jjAZl. 

In yet another embodiment, a cell-free assay is provided in which a jAZFl, jjAZl or 
jAZFl/jjAZl protein or biologically active portion thereof is contacted with a test compound 
and the ability of the test compound to bind to the jAZFl, jjAZl or jAZFl/jjAZl protein or 
biologically active portion thereof is evaluated. Preferred biologically active portions of the 
jAZFl, jjAZl or jAZFl/jjAZl proteins to be used in assays of the present invention include 
fragments which participate in interactions with non-jAZFl, jjAZl or jAZFl/jjAZl 
molecules, e.g., fragments with high surface probability scores. 
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Soluble and/or membrane-bound forms of isolated proteins (e.g., jAZFl , jjAZl or 
jAZFl/jjAZl proteins or biologically active portions thereof) can be used in the cell-free 
assays of the invention. When membrane-bound forms of the protein are used, it may be 
desirable to utilize a solubilizing agent. Examples of such solubilizing agents include non- 
ionic detergents such as n-octylglucoside, n-dodecylglucoside, n-dodecylmaltoside, octanoyl- 
N-methylglucamide, decanoyl-N-methylglucamide, Triton® X-100, Triton® X-l 14, 
Thesit®, Isotridecypoly(ethylene glycol ether) n , 3-[(3-cholamidopropyl)dimethylamminio]- 

1 -propane sulfonate (CHAPS), 3-[(3-cholamidopropyl)dimethylamminio]-2-hydroxy-l- 
propane sulfonate (CHAPSO), or N-dodecyl=N,N-dimethyl-3-ammonio-l -propane sulfonate. 

Cell-free assays involve preparing a reaction mixture of the target gene protein and 
the test compound under conditions and for a time sufficient to allow the two components to 
interact and bind, thus forming a complex that can be removed and/or detected. 

The interaction between two molecules can also be detected, e.g., using fluorescence 
energy transfer (FET) (see, for example, Lakowicz et aL, U.S. Patent No. 5,631,169; 
Stavrianopoulos, et al., U.S. Patent No. 4,868,103). A fluorophore label on the first, 'donor' 
molecule is selected such that its emitted fluorescent energy will be absorbed by a fluorescent 
label on a second, 'acceptor' molecule, which in turn is able to fluoresce due to the absorbed 
energy. Alternately, the 'donor' protein molecule may simply utilize the natural fluorescent 
energy of tryptophan residues. Labels are chosen that emit different wavelengths of light, 
such that the 'acceptor' molecule label may be differentiated from that of the 'donor'. Since 
the efficiency of energy transfer between the labels is related to the distance separating the 
molecules, the spatial relationship between the molecules can be assessed. In a situation in 
which binding occurs between the molecules, the fluorescent emission of the 'acceptor' 
molecule label in the assay should be maximal. An FET binding event can be conveniently 
measured through standard fluorometric detection means well known in the art (e.g., using a 
fluorimeter). 

In another embodiment, determining the ability of the jAZFl, jjAZl or jAZFl/jjAZl 
protein to bind to a target molecule can be accomplished using real-time Biomolecular 
Interaction Analysis (BIA) (see, e.g., Sjolander, S. and Urbaniczky, C. (1991) Anal Chem. 
63:2338-2345 and Szabo et al. (1995) Curr. Opin. Struct. Biol 5:699-705). "Surface 
plasmon resonance" or "BIA" detects biospecific interactions in real time, without labeling 
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any of the interactants (e.g., BIAcore). Changes in the mass at the binding surface 
(indicative of a binding event) result in alterations of the refractive index of light near the 
surface (the optical phenomenon of surface plasmon resonance (SPR)), resulting in a 
detectable signal which can be used as an indication of real-time reactions between biological 
molecules. 

In one embodiment, the target gene product or the test substance is anchored onto a 
solid phase. The target gene product/test compound complexes anchored on the solid phase 
can be detected at the end of the reaction. Preferably, the target gene product can be 
anchored onto a solid surface, and the test compound, (which is not anchored), can be 
labeled, either directly or indirectly, with detectable labels discussed herein. 

It may be desirable to immobilize either jAZFl, jjAZl or jAZFl/jjAZl, an anti 
jAZFl, jjAZl or jAZFl/jjAZl antibody or its target molecule to facilitate separation of 
complexed from uncomplexed forms of one or both of the proteins, as well as to 
accommodate automation of the assay. Binding of a test compound to a jAZFl , jjAZl or 
jAZFl/jjAZl protein, or interaction of a jAZFl, jjAZl or jAZFl/jjAZl protein with a target 
molecule in the presence and absence of a candidate compound, can be accomplished in any 
vessel suitable for containing the reactants. Examples of such vessels include microliter 
plates, test tubes, and micro-centrifuge tubes. In one embodiment, a fusion protein can be 
provided which adds a domain that allows one or both of the proteins to be bound to a 
matrix. For example, glutathione-S-transferase/jAZFl, jjAZl or jAZFl/jjAZl fusion 
proteins or glutathione- S-transferase/target fusion proteins can be adsorbed onto glutathione 
sepharose beads (Sigma Chemical, St. Louis, MO) or glutathione derivatized microtiter 
plates, which are then combined with the test compound or the test compound and either the 
non-adsorbed target protein or jAZFl, jjAZl or jAZFl/jjAZl protein, and the mixture 
incubated under conditions conducive to complex formation (e.g., at physiological conditions 
for salt and pH). Following incubation, the beads or microtiter plate wells are washed to 
remove any unbound components, the matrix immobilized in the case of beads, complex 
determined either directly or indirectly, for example, as described above. Alternatively, the 
complexes can be dissociated from the matrix, and the level of jAZFl, jjAZl or jAZFl/jjAZl 
binding or activity determined using standard techniques. 
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Other techniques for immobilizing either ajAZFl, jjAZl or j AZFl/jjAZl protein or a 
target molecule on matrices include using conjugation of biotin and streptavidin. 
Biotinylated jAZFl, jjAZl or jAZFl/jjAZl protein or target molecules can be prepared from 
biotin-NHS (N-hydroxy-succinimide) using techniques known in the art (e.g., biotinylation 
kit, Pierce Chemicals, Rockford, IL), and immobilized in the wells of streptavidin-coated 96 
well plates (Pierce Chemical). 

In order to conduct the assay, the non-immobilized component is added to the coated 
surface containing the anchored component. After the reaction is complete, unreacted 
components are removed (e.g., by washing) under conditions such that any complexes 
formed will remain immobilized on the solid surface. The detection of complexes anchored 
on the solid surface can be accomplished in a number of ways. Where the previously non- 
immobilized component is pre-labeled, the detection of label immobilized on the surface 
indicates that complexes were formed. Where the previously non-immobilized component is 
not pre-labeled, an indirect label can be used to detect complexes anchored on the surface; 
e.g., using a labeled antibody specific for the immobilized component (the antibody, in turn, 
can be directly labeled or indirectly labeled with, e.g., a labeled anti-Ig antibody). 

In one embodiment, this assay is performed utilizing antibodies reactive with jAZFl, 
jjAZl or jAZFl/jjAZl protein or target molecules but which do not interfere with binding of 
the jAZFl, jjAZl or jAZFl/jjAZl protein to its target molecule. Such antibodies can be 
derivatized to the wells of the plate, and unbound target or jAZFl, jjAZl or jAZFl/jjAZl 
protein trapped in the wells by antibody conjugation. Methods for detecting such complexes, 
in addition to those described above for the GST-immobilized complexes, include 
immunodetection of complexes using antibodies reactive with the jAZFl, jjAZl or 
jAZFl/jjAZl protein or target molecule, as well as enzyme-linked assays which rely on 
detecting an enzymatic activity associated with the jAZFl, jjAZl or jAZFl/jjAZl protein or 
target molecule. 

Alternatively, cell free assays can be conducted in a liquid phase. In such an assay, 
the reaction products are separated from unreacted components, by any of a number of 
standard techniques, including but not limited to: differential centrifugation (see, for 
example, Rivas, G., and Minton, A.P., Trends Biochem Sci 1993 Aug;18(8):284-7); 
chromatography (gel filtration chromatography, ion-exchange chromatography); 
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electrophoresis (see, e.g., Ausubel, F. et al., eds. Current Protocols in Molecular Biology 
1999, J. Wiley: New York.); and immunoprecipitation (see, for example, Ausubel, F. et al, 
eds. Current Protocols in Molecular Biology 1999, J. Wiley: New York). Such resins and 
chromatographic techniques are known to one skilled in the art (see, e.g., Heegaard, N.H., J 
Mol Recognit 1998 Winter;l 1(1-6): 141-8; Hage, D.S., and Tweed, S.A. JChromatogr B 
Biomed Sci Appl 1997 Oct 10;699(l-2):499-525). Further, fluorescence energy transfer may 
also be conveniently utilized, as described herein, to detect binding without further 
purification of the complex from solution. 

In a preferred embodiment, the assay includes contacting the jAZFl, jjAZl or 
jAZFl/jjAZl protein or biologically active portion thereof with a known compound which 
binds jAZFl, jjAZl or jAZFl/jjAZl to form an assay mixture, contacting the assay mixture 
with a test compound, and determining the ability of the test compound to interact with a 
jAZFl, jjAZl or jAZFl/jjAZl protein, wherein determining the ability of the test compound 
to interact with a jAZFl, jjAZl or jAZFl/jjAZl protein includes determining the ability of 
the test compound to preferentially bind to jAZFl, jjAZl or jAZFl/jjAZl or biologically 
active portion thereof, or to modulate the activity of a target molecule, as compared to the 
known compound. 

The target gene products of the invention can, in vivo, interact with one or more 
cellular or extracellular macromolecules, such as proteins. For the purposes of this 
discussion, such cellular and extracellular macromolecules are referred to herein as "binding 
partners." Compounds that disrupt such interactions can be useful in regulating the activity 
of the target gene product. Such compounds can include, but are not limited to molecules 
such as antibodies, peptides, and small molecules. The preferred target genes/products for 
use in this embodiment are the jAZFl, jjAZl or jAZFl/jjAZl genes herein identified. In an 
alternative embodiment, the invention provides methods for determining the ability of the 
test compound to modulate the activity of a jAZFl JjAZl or jAZFl/jjAZl protein through 
modulation of the activity of a downstream effector of a jAZFl, jjAZl or jAZFl/jjAZl target 
molecule. For example, the activity of the effector molecule on an appropriate target can be 
determined, or the binding of the effector to an appropriate target can be determined, as 
previously described. 
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To identify compounds that interfere with the interaction between the target gene 
product and its cellular or extracellular binding partner(s), a reaction mixture containing the 
target gene product and the binding partner is prepared, under conditions and for a time 
sufficient, to allow the two products to form complex. In order to test an inhibitory agent, the 
reaction mixture is provided in the presence and absence of the test compound. The test 
compound can be initially included in the reaction mixture, or can be added at a time 
subsequent to the addition of the target gene and its cellular or extracellular binding partner. 
Control reaction mixtures are incubated without the test compound or with a placebo. The 
formation of any complexes between the target gene product and the cellular or extracellular 
binding partner is then detected. The formation of a complex in the control reaction, but not 
in the reaction mixture containing the test compound, indicates that the compound interferes 
with the interaction of the target gene product and the interactive binding partner. 
Additionally, complex formation within reaction mixtures containing the test compound and 
normal target gene product can also be compared to complex formation within reaction 
mixtures containing the test compound and mutant target gene product. This comparison can 
be important in those cases wherein it is desirable to identify compounds that disrupt 
interactions of mutant but not normal target gene products. 

These assays can be conducted in a heterogeneous or homogeneous format. 
Heterogeneous assays involve anchoring either the target gene product or the binding partner 
onto a solid phase, and detecting complexes anchored on the solid phase at the end of the 
reaction. In homogeneous assays, the entire reaction is carried out in a liquid phase. In 
either approach, the order of addition of reactants can be varied to obtain different 
information about the compounds being tested. For example, test compounds that interfere 
with the interaction between the target gene products and the binding partners, e.g., by 
competition, can be identified by conducting the reaction in the presence of the test 
substance. Alternatively, test compounds that disrupt preformed complexes, e.g., compounds 
with higher binding constants that displace one of the components from the complex, can be 
tested by adding the test compound to the reaction mixture after complexes have been 
formed. The various formats are briefly described below. 

In a heterogeneous assay system, either the target gene product or the interactive 
cellular or extracellular binding partner, is anchored onto a solid surface (e.g., a microtiter 
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plate), while the non-anchored species is labeled, either directly or indirectly. The anchored 
species can be immobilized by non-covalent or covalent attachments. Alternatively, an 
immobilized antibody specific for the species to be anchored can be used to anchor the 
species to the solid surface. 

In order to conduct the assay, the partner of the immobilized species is exposed to the 
coated surface with or without the test compound. After the reaction is complete, unreacted 
components are removed (e.g., by washing) and any complexes formed will remain 
immobilized on the solid surface. Where the non-immobilized species is pre-labeled, the 
detection of label immobilized on the surface indicates that complexes were formed. Where 
the non-immobilized species is not pre-labeled, an indirect label can be used to detect 
complexes anchored on the surface; e.g., using a labeled antibody specific for the initially 
non-immobilized species (the antibody, in turn, can be directly labeled or indirectly labeled 
with, e.g., a labeled anti-Ig antibody). Depending upon the order of addition of reaction 
components, test compounds that inhibit complex formation or that disrupt preformed 
complexes can be detected. 

Alternatively, the reaction can be conducted in a liquid phase in the presence or 
absence of the test compound, the reaction products separated from unreacted components, 
and complexes detected; e.g., using an immobilized antibody specific for one of the binding 
components to anchor any complexes formed in solution, and a labeled antibody specific for 
the other partner to detect anchored complexes. Again, depending upon the order of addition 
of reactants to the liquid phase, test compounds that inhibit complex or that disrupt 
preformed complexes can be identified. 

In an alternate embodiment of the invention, a homogeneous assay can be used. For 
example, a preformed complex of the target gene product and the interactive cellular or 
extracellular binding partner product is prepared in that either the target gene products or 
their binding partners are labeled, but the signal generated by the label is quenched due to 
complex formation (see, e.g., U.S. Patent No. 4,109,496 that utilizes this approach for 
immunoassays). The addition of a test substance that competes with and displaces one of the 
species from the preformed complex will result in the generation of a signal above 
background. In this way, test substances that disrupt target gene product-binding partner 
interaction can be identified. 
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In yet another aspect, the jAZFl, jjAZl or jAZFl/jjAZl proteins can be used as "bait 
proteins" in a two-hybrid assay or three-hybrid assay (see, e.g., U.S. Patent No. 5,283,3 17; 
Zervos et al. (1993) Cell 72:223-232; Madura et al. (1993) J. Biol Chem. 268:12046-12054; 
Bartel et al. (1993) Biotechniques 14:920-924; Iwabuchi et al. (1993) Oncogene 8:1693- 
1696; and Brent WO94/10300), to identify other proteins, which bind to or interact with 
jAZFl, jjAZl or jAZFl/jjAZl "jAZFl, jjAZl or jAZFl /jjAZl -binding proteins" or "jAZFl, 
jjAZl or jAZFl /jjAZl -bp") and are involved in jAZFl, jjAZl or jAZFl/jjAZl activity. 
Such jAZFl, jjAZl or jAZFl /jjAZl -bps can be activators or inhibitors of signals by the 
jAZFl, jjAZl or jAZFl/jjAZl proteins or jAZFl, jjAZl or jAZFl/jjAZl targets as, for 
example, downstream elements of a jAZFl, jjAZl or jAZFl /jjAZl -mediated signaling 
pathway. 

The two-hybrid system is based on the modular nature of most transcription factors, 
which consist of separable DNA-binding and activation domains. Briefly, the assay utilizes 
two different DNA constructs. In one construct, the gene that codes for a jAZFl, jjAZl or 
jAZFl/jjAZl protein is fused to a gene encoding the DNA binding domain of a known 
transcription factor (e.g., GAL-4). In the other construct, a DNA sequence, from a library of 
DNA sequences, that encodes an unidentified protein ("prey" or "sample") is fused to a gene 
that codes for the activation domain of the known transcription factor. (Alternatively the: 
jAZFl, jjAZl or jAZFl/jjAZl protein can be the fused to the activator domain.) If the "bait" 
and the "prey" proteins are able to interact, in vivo, forming a jAZFl, jjAZl or jAZFl/jjAZl 
-dependent complex, the DNA-binding and activation domains of the transcription factor are 
brought into close proximity. This proximity allows transcription of a reporter gene (e.g., 
LacZ) which is operably linked to a transcriptional regulatory site responsive to the 
transcription factor. Expression of the reporter gene can be detected and cell colonies 
containing the functional transcription factor can be isolated and used to obtain the cloned 
gene which encodes the protein which interacts with the jAZFl, jjAZl or jAZFl/jjAZl 
protein. 

In another embodiment, modulators of jAZFl, jjAZl or jAZFl/jjAZl expression are 
identified. For example, a cell or cell free mixture is contacted with a candidate compound 
and the expression of jAZFl, jjAZl or jAZFl/jjAZl mRNA or protein evaluated relative to 
the level of expression of jAZFl, jjAZl or jAZFl/jjAZl mRNA or protein in the absence of 
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the candidate compound. When expression of jAZFl, jjAZl or jAZFl/jjAZl mRNA or 
protein is greater in the presence of the candidate compound than in its absence, the 
candidate compound is identified as a stimulator of jAZFl, jjAZl or jAZFl/jjAZl mRNA or 
protein expression. Alternatively, when expression of jAZFl, jjAZl or jAZFl/jjAZl mRNA 
or protein is less (statistically significantly less) in the presence of the candidate compound 
than in its absence, the candidate compound is identified as an inhibitor of jAZFl, jjAZl or 
jAZFl/jjAZl mRNA or protein expression. The level of jAZFl, jjAZl or jAZFl/jjAZl 
mRNA or protein expression can be determined by methods described herein for detecting 
jAZFl, jjAZl or jAZFl/jjAZl mRNA or protein. 

In another aspect, the invention pertains to a combination of two or more of the assays 
described herein. For example, a modulating agent can be identified using a cell-based or a 
cell free assay, and the ability of the agent to modulate the activity of a jAZFl/jjAZl fusion 
protein can be confirmed in vivo, e.g., in an animal such as an animal model for enodometrial 
stromal tumor growth. 

This invention further pertains to novel agents identified by the above-described 
screening assays. Accordingly, it is within the scope of this invention to further use an agent 
identified as described herein (e.g., a jAZFl, jjAZl or jAZFl/jjAZl modulating agent, an 
antisense jAZFl, jjAZl or jAZFl/jjAZl nucleic acid molecule, a jAZFl, jjAZl or 
jAZFl/jjAZl-specific antibody, or a jAZFl, jjAZl or jAZFl /jjAZl -binding partner) in an 
appropriate animal model to determine the efficacy, toxicity, side effects, or mechanism of 
action, of treatment with such an agent. Furthermore, novel agents identified by the above- 
described screening assays can be used for treatments as described herein. 

Diagnostics 

The present invention also pertains to the field of predictive medicine in which 
diagnostic assays, prognostic assays, and monitoring clinical trials are used for prognostic 
(predictive) purposes to thereby treat an individual. 

Generally, the invention provides, a method of determining if a subject has an 
endometrial stromal tumor, e.g., the presence of a jAZFl/jjAZl fusion nucleic acid or protein 
is indicative that the individual has an endometrial stromal tumor. The method includes 
detecting in a tissue of the subject, the presence of a jAZFl/jjAZl fusion nucleic acid, e.g., 
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DNA or mRNA, or the jAZFl/jjAZl fusion protein. For example, detecting the 
j AZFl/jjAZl fusion nucleic acid can include: (i) providing a probe/primer including an 
oligonucleotide containing a region of nucleotide sequence which hybridizes to a sense or 
antisense sequence from SEQ ID NO:7; (ii) exposing the probe/primer to nucleic acid of the 
biological sample tissue; and detecting, by hybridization, e.g., in situ hybridization, of the 
probe/primer to the nucleic acid, the presence or absence of the jAZFl/jjAZl fusion nucleic 
acid. Preferably, the oligonucleotide spans the breakpoint or fusion site where the jAZFl 
sequence fuses to the jjAZl sequence, and does not hybridize to non jAZFl/jjAZl fusion 
nucleic acids, e.g., normal jAZFl and jjAZl nucleic acid sequences. The oligonucleotide 
that spans the breakpoint is typically about 60, 40 or 20 nucleotides in length. In a preferred 
example, the oligonucleotide includes between 15-25 nucleotides from the jAZFl sequence 
and between 15-25 nucleotides from the jjAZl sequence, e.g., the oligonucleotide includes 
17 nucleotides from the jAZFl sequence and 23 nucleotides from the jjAZl sequence. 

The discovery that jAZFl/jjAZl fusion nucleic acid or protein is present in 
endometrial stromal tumors and not in normal endometrial tissue or non-stromal tumors, 
provides a useful diagnostic for determining if a cellular mass is an endometrial stromal 
tumor. For example, the present discovery allows the distinction between a stromal tumor 
and a fibroid (a benign muscle tumor). Under the microscope, the cells of the endometrial 
stromal tumor and cells of the fibroid appear identical. The present discovery allows the 
differentiation between the stromal tumor and the fibroid; the absence of the jAZFl/jjAZl 
fusion nucleic acid or protein is indicative that the cellular mass is a fibroid. Since a fibroid 
is always benign, no further invasive action, e.g., removal of the uterous or determination 
whether the cellular mass is malignant, is necessary. 

The present discovery is useful for identifying the origin of a tumor, e.g. for 
determining if a stromal tumor located at a site other than the endometrium actually arose in 
the endometrium. For example, a stromal tumor is identified, e.g., in the lung. If the long 
stromal tumor has a jAZFl/jjAZl fusion nucleic acid or protein, its presence is indicative 
that the primary site of the tumor is the uterous. This simple method prevents needless body 
imaging required normally to locate the primary site of a tumor. 
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The presence of the jAZFl/jjAZl fusion nucleic acid or protein can also be used to 
verify that the stromal tumor is from the endometrium, and therefore can be used as a tumor 
marker protein. 

Diagnostic and Prognostic Assays 

The presence, level, or absence of jAZFl/jjAZl protein or nucleic acid in a biological 
sample can be evaluated by obtaining a biological sample from a test subject and contacting 
the biological sample with a compound or an agent capable of detecting jAZFl/jjAZl fusion 
protein or nucleic acid (e.g., mRNA, genomic DNA) that encodes jAZFl/jjAZl protein such 
that the presence of jAZFl/jjAZl protein or nucleic acid is detected in the biological sample. 
The term "biological sample 11 includes tissues or cells isolated from a subject, as well as 
tissues and cells present within a subject. A preferred biological sample is a biopsy. 

The level of expression of the jAZFl/jjAZl gene can be measured in a number of 
ways, including, but not limited to: measuring the mRNA encoded by the jAZFl/jjAZl 
genes; measuring the amount of protein encoded by the jAZFl/jjAZl genes; or measuring 
the activity of the protein encoded by the jAZFl/jjAZl genes. 

The level of mRNA corresponding to the jAZFl/jjAZl gene in a cell can be 
determined both by in situ and by in vitro formats. 

The isolated mRNA can be used in hybridization or amplification assays that include, 
but are not limited to, Southern or Northern analyses, polymerase chain reaction analyses and 
probe arrays. One preferred diagnostic method for the detection of mRNA levels involves 
contacting the isolated mRNA with a nucleic acid molecule (probe) that can hybridize to the 
mRNA encoded by the jAZFl/jjAZl gene being detected. The nucleic acid probe can be, for 
example, a full-length jAZFl/jjAZl nucleic acid, such as the nucleic acid of SEQ ID NO:7, 
or a portion thereof, such as an oligonucleotide that spans the jAZFl/jjAZl nucleic acid 
fusion site, e.g., an oligonucleotide that is at least 7, 15, 30, 40, 50, or 100 nucleotides in 
length and sufficient to specifically hybridize under stringent conditions to jAZFl/jjAZl 
mRNA or genomic DNA. 

In one format, mRNA (or cDNA) is immobilized on a surface and contacted with the 
probes, for example by running the isolated mRNA on an agarose gel and transferring the 
mRNA from the gel to a membrane, such as nitrocellulose. In an alternative format, the 
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probes are immobilized on a surface and the mRNA (or cDNA) is contacted with the probes, 
for example, in a two-dimensional gene chip array. A skilled artisan can adapt known 
mRNA detection methods for use in detecting the level of mRNA encoded by the 
jAZFl/jjAZl genes. 

The level of mRNA in a sample that is encoded by jAZFl/jjAZl can be evaluated 
with nucleic acid amplification, e.g., by rtPCR (Mullis, 1987, U.S. Patent No. 4,683,202), 
ligase chain reaction (Barany, 1991, Proc. Natl Acad. Sci. USA 88: 189- 193), self sustained 
sequence replication (Guatelli et al., 1990, Proc. Natl. Acad. Sci. USA 57:1874-1878), 
transcriptional amplification system (Kwoh et al., 1989, Proc. Natl. Acad. Sci. USA 86:1 173- 
1 177), Q-Beta Replicase (Lizardi et al., 1988, Bio/Technology 6:1 197), rolling circle 
replication (Lizardi et al., U.S. Patent No. 5,854,033) or any other nucleic acid amplification 
method, followed by the detection of the amplified molecules using techniques known in the 
art. In general, amplification primers are from about 10 to 30 nucleotides in length and flank 
the fusion site of the jAZFl/jjAZl gene fusion. 

For in situ methods, a cell or tissue sample can be prepared/processed and 
immobilized on a support, typically a glass slide, and then contacted with a probe that can 
hybridize to mRNA that encodes the jAZFl/jjAZl gene being analyzed. 

In another embodiment, the methods further include contacting a control sample with 
a compound or agent capable of detecting jAZFl/jjAZl mRNA, or genomic DNA, and 
comparing the presence of jAZFl/jjAZl mRNA or genomic DNA in the control sample with 
the presence of jAZFl/jjAZl mRNA or genomic DNA in the test sample. 

A variety of methods can be used to determine the level of protein encoded by 
jAZFl/jjAZl . In general, these methods include contacting an agent that selectively binds to 
the protein, such as an antibody with a sample, to evaluate the level of protein in the sample. 
In a preferred embodiment, the antibody bears a detectable label. Antibodies can be 
polyclonal, or more preferably, monoclonal. An intact antibody, or a fragment thereof (e.g., 
Fab or F(ab')2) can be used. The term "labeled", with regard to the probe or antibody, is 
intended to encompass direct labeling of the probe or antibody by coupling (i.e., physically 
linking) a detectable substance to the probe or antibody, as well as indirect labeling of the 
probe or antibody by reactivity with a detectable substance. Examples of detectable 
substances are provided herein. 
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The detection methods can be used to detect jAZFl/jjAZl protein in a biological 
sample in vitro as well as in vivo. In vitro techniques for detection of jAZFl/jjAZl protein 
include enzyme linked immunosorbent assays (ELISAs), immunoprecipitations, 
immunofluorescence, enzyme immunoassay (EIA), radioimmunoassay (RIA), and Western 
blot analysis. In vivo techniques for detection of jAZFl/jjAZl protein include introducing 
into a subject a labeled anti-jAZFl/jjAZl antibody. For example, the antibody can be 
labeled with a radioactive marker whose presence and location in a subject can be detected 
by standard imaging techniques. 

In another embodiment, the methods further include contacting the control sample 
with a compound or agent capable of detecting jAZFl/jjAZl protein, and comparing the 
presence of jAZFl/jjAZl protein in the control sample with the presence of jAZFl, jjAZl or 
jAZFl/jjAZl protein in the test sample. 

The invention also includes kits for detecting the presence of jAZFl/jjAZl in a 
biological sample. For example, the kit can include a compound or agent capable of 
detecting jAZFl/jjAZl protein or mRNA in a biological sample; and a standard. The 
compound or agent can be packaged in a suitable container. The kit can further comprise 
instructions for using the kit to detect jAZFl/jjAZl protein or nucleic acid. 

For antibody-based kits, the kit can include: (1) a first antibody (e.g., attached to a 
solid support) which binds to a jAZFl/jjAZl fusion protein; and, optionally, (2) a second, 
different antibody which binds to either the jAZFl/jjAZl fusion protein or the first antibody 
and is conjugated to a detectable agent. 

For oligonucleotide-based kits, the kit can include: (1) an oligonucleotide, e.g., a 
detectably labeled oligonucleotide, which hybridizes to a nucleic acid sequence encoding a 
jAZFl/jjAZl fusion polypeptide or (2) a pair of primers useful for amplifying a nucleic acid 
molecule corresponding to a jAZFl/jjAZl fusion gene. The kit can also includes a buffering 
agent, a preservative, or a protein stabilizing agent. The kit can also includes components 
necessary for detecting the detectable agent (e.g., an enzyme or a substrate). The kit can also 
contain a control sample or a series of control samples which can be assayed and compared 
to the test sample contained. Each component of the kit can be enclosed within an individual 
container and all of the various containers can be within a single package, along with 
instructions for interpreting the results of the assays performed using the kit. 
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The diagnostic methods described herein can identify subjects having a endometrial 
stromal tumor, especially those at risk of having a low grade endometrial stromal sarcomas. 

The prognostic assays described herein can be used to determine whether a subject 
can be administered an agent (e.g., an agonist, antagonist, peptidomimetic, protein, peptide, 
nucleic acid, small molecule, or other drug candidate) to treat a endometrial stromal tumor 
associated jAZFl/jjAZl expression or activity. 

Pharmaceutical Compositions 
The nucleic acid and polypeptides, fragments thereof, as well as anti-jAZFl, jjAZl or 
jAZFl/jjAZl antibodies (also referred to herein as "active compounds") of the invention can 
be incorporated into pharmaceutical compositions. Such compositions typically include the 
nucleic acid molecule, protein, or antibody and a pharmaceutically acceptable carrier. As 
used herein the language "pharmaceutically acceptable carrier" includes solvents, dispersion 
media, coatings, antibacterial and antifungal agents, isotonic and absorption delaying agents, 
and the like, compatible with pharmaceutical administration. Supplementary active 
compounds can also be incorporated into the compositions. 

A pharmaceutical composition is formulated to be compatible with its intended route of 
administration. Examples of routes of administration include parenteral, e.g., intravenous, 
intradermal, subcutaneous, oral (e.g., inhalation), transdermal (topical), transmucosal, and 
rectal administration. Solutions or suspensions used for parenteral, intradermal, or 
subcutaneous application can include the following components: a sterile diluent such as 
water for injection, saline solution, fixed oils, polyethylene glycols, glycerine, propylene 
glycol or other synthetic solvents; antibacterial agents such as benzyl alcohol or methyl 
parabens; antioxidants such as ascorbic acid or sodium bisulfite; chelating agents such as 
ethylenediaminetetraacetic acid; buffers such as acetates, citrates or phosphates and agents 
for the adjustment of tonicity such as sodium chloride or dextrose. pH can be adjusted with 
acids or bases, such as hydrochloric acid or sodium hydroxide. The parenteral preparation 
can be enclosed in ampoules, disposable syringes or multiple dose vials made of glass or 
plastic. 

Pharmaceutical compositions suitable for injectable use include sterile aqueous solutions 
(where water soluble) or dispersions and sterile powders for the extemporaneous preparation 
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of sterile injectable solutions or dispersion. For intravenous administration, suitable carriers 
include physiological saline, bacteriostatic water, Cremophor EL™ (BASF, Parsippany, NJ) 
or phosphate buffered saline (PBS). In all cases, the composition must be sterile and should 
be fluid to the extent that easy syringability exists. It should be stable under the conditions of 
manufacture and storage and must be preserved against the contaminating action of 
microorganisms such as bacteria and fungi. The carrier can be a solvent or dispersion 
medium containing, for example, water, ethanol, polyol (for example, glycerol, propylene 
glycol, and liquid polyetheylene glycol, and the like), and suitable mixtures thereof. The 
proper fluidity can be maintained, for example, by the use of a coating such as lecithin, by 
the maintenance of the required particle size in the case of dispersion and by the use of 
surfactants. 

Oral compositions generally include an inert diluent or an edible carrier. For the 
purpose of oral therapeutic administration, the active compound can be incorporated with 
excipients and used in the form of tablets, troches, or capsules, e.g., gelatin capsules. The 
tablets, pills, capsules, troches and the like can contain any of the following ingredients, or 
compounds of a similar nature: a binder such as microcrystalline cellulose, gum tragacanth or 
gelatin; an excipient such as starch or lactose, a disintegrating agent such as alginic acid, 
Primogel, or corn starch; a lubricant such as magnesium stearate or Sterotes; a glidant such 
as colloidal silicon dioxide; a sweetening agent such as sucrose or saccharin; or a flavoring 
agent such as peppermint, methyl salicylate, or orange flavoring. 

For administration by inhalation, the compounds are delivered in the form of an 
aerosol spray from pressured container or dispenser which contains a suitable propellant, 
e.g., a gas such as carbon dioxide, or a nebulizer. 

Systemic administration can also be by transmucosal or transdermal means. For 
transmucosal or transdermal administration, penetrants appropriate to the barrier to be 
permeated are used in the formulation. Such penetrants are generally known in the art, and 
include, for example, for transmucosal administration, detergents, bile salts, and fusidic acid 
derivatives. Transmucosal administration can be accomplished through the use of nasal 
sprays or suppositories. For transdermal administration, the active compounds are 
formulated into ointments, salves, gels, or creams as generally known in the art. 
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In one embodiment, the active compounds are prepared with carriers that will protect the 
compound against rapid elimination from the body, such as a controlled release formulation, 
including implants and microencapsulated delivery systems. Biodegradable, biocompatible 
polymers can be used, such as ethylene vinyl acetate, polyanhydrides, polyglycolic acid, 
collagen, polyorthoesters, and polylactic acid. Methods for preparation of such formulations 
will be apparent to those skilled in the art. 

For antibodies, the preferred dosage is 0.1 mg/kg of body weight (generally 10 mg/kg 
to 20 mg/kg). If the antibody is to act in the brain, a dosage of 50 mg/kg to 100 mg/kg is 
usually appropriate. Generally, partially human antibodies and fully human antibodies have 
a longer half-life within the human body than other antibodies. Accordingly, lower dosages 
and less frequent administration is often possible. Modifications such as lipidation can be 
used to stabilize antibodies and to enhance uptake and tissue penetration (e.g., into the brain). 
A method for lipidation of antibodies is described by Cruikshank et al. ((1997) J. Acquired 
Immune Deficiency Syndromes and Human Retrovirology 14:193). 

The pharmaceutical compositions can be included in a container, pack, or dispenser together 
with instructions for administration. 

Methods of Treatment : 

The successful treatment of jAZFl, jjAZl or jAZFl/jjAZl disorders can be brought 
about by techniques that serve to inhibit the expression or activity of target gene products. 
For example, compounds, e.g., an agent identified using an assays described above, that 
proves to exhibit negative modulatory activity, can be used in accordance with the invention 
to prevent and/or ameliorate symptoms of jAZFl/jjAZl disorders, e.g., endometrial stromal 
tumor growth. Such molecules can include, but are not limited to peptides, phosphopeptides, 
small organic or inorganic molecules, or antibodies (including, for example, polyclonal, 
monoclonal, humanized, anti-idiotypic, chimeric or single chain antibodies, and Fab, F(ab')2 
and Fab expression library fragments, scFV molecules, and epitope-binding fragments 
thereof). 

Further, antisense and ribozyme molecules that inhibit expression of the target gene can also 
be used in accordance with the invention to reduce the level of target gene expression, thus 
effectively reducing the level of target gene activity. Still further, triple helix molecules can 
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be utilized in reducing the level of target gene activity. Antisense, ribozyme and triple helix 
molecules are discussed above. 

Another method by which nucleic acid molecules may be utilized in treating or preventing a 
disease characterized by jAZFl, jjAZl or jAZFl/jjAZl expression is through the use of 
aptamer molecules specific for jAZFl, jjAZl or jAZFl/jjAZl protein. Aptamers are nucleic 
acid molecules having a tertiary structure which permits them to specifically bind to protein 
ligands (see, e.g., Osborne, et al. Curr. Opin. Chem Biol. 1997, 1(1): 5-9; and Patel, D.J. 
Curr Opin Chem Biol 1997 Jun;l(l):32-46). Since nucleic acid molecules may in many 
cases be more conveniently introduced into target cells than therapeutic protein molecules 
may be, aptamers offer a method by which jAZFl, jjAZl or jAZFl/jjAZl protein activity 
may be specifically decreased without the introduction of drugs or other molecules which 
may have pluripotent effects. 

Antibodies can be generated that are both specific for target gene product and that reduce 
target gene product activity. Such antibodies may, therefore, by administered in instances 
whereby negative modulatory techniques are appropriate for the treatment of jAZFl, jjAZl 
or jAZFl/jjAZl disorders. 

In circumstances wherein injection of an animal or a human subject with a jAZFl/jjAZl 
protein or epitope for stimulating antibody production is harmful to the subject, it is possible 
to generate an immune response against jAZFl, jjAZl or jAZFl/jjAZl through the use of 
anti-idiotypic antibodies (see, for example, Herlyn, D. Ann Med 1999;31(l):66-78; and 
Bhattacharya-Chatterjee, M, and Foon, K.A. Cancer Treat Res 1998;94:51-68). If an anti- 
idiotypic antibody is introduced into a mammal or human subject, it should stimulate the 
production of anti-anti-idiotypic antibodies, which should be specific to the jAZFl, jjAZl or 
jAZFl/jjAZl protein. Vaccines directed to a disease characterized by jAZFl, jjAZl or 
jAZFl/jjAZl expression may also be generated in this fashion. 
In instances where the target antigen is intracellular and whole antibodies are used, 
internalizing antibodies may be preferred. Lipofectin or liposomes can be used to deliver the 
antibody or a fragment of the Fab region that binds to the target antigen into cells. Where 
fragments of the antibody are used, the smallest inhibitory fragment that binds to the target 
antigen is preferred. For example, peptides having an amino acid sequence corresponding to 
the Fv region of the antibody can be used. Alternatively, single chain neutralizing antibodies 
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that bind to intracellular target antigens can also be administered. Such single chain 
antibodies can be administered, for example, by expressing nucleotide sequences encoding 
single-chain antibodies within the target cell population (see e.g., Marasco et al. (1993, Proc. 
Natl. Acad. Sci. USA 90:7889-7893). 

The identified compounds that inhibit target gene expression, synthesis and/or activity can be 
administered to a patient at therapeutically effective doses to prevent, treat or ameliorate 
jAZFl, jjAZl or jAZFl/jjAZl disorders. A therapeutically effective dose refers to that 
amount of the compound sufficient to result in amelioration of symptoms of the disorders. 

EXAMPLE 

Example 1: Below is a description of the tissues used in the study 

Tissues from four cases of low grade endometrial stromal sarcoma confirmed by 
cytogenetic analysis to have the t(7;17)(pl5;q21) were used in these studies. In case BWH- 
42, the tissue was taken from a resected retroperitoneal mass diagnosed as metastatic 
endometrial stromal sarcoma; the patient was a 58 year old woman who at 42 years of age 
underwent total abdominal hysterectomy and bilateral salpingo-oophorectomy for low grade 
ESS. In case BWH-665, the tissue was taken from a resected pelvic mass at the vaginal 
apex; the patient was a 69 year old woman who at 51 years of age underwent a total 
abdominal hysterectomy for ESS. In case LU-550, the tissue was taken from a primary 
tumor diagnosed as low grade ESS that was resected as part of a simple hysterectomy; the 
patient was a 41 year old woman. In case LU-954, the tissue was taken from a primary 
tumor diagnosed as low grade ESS that was resected as part of a total abdominal 
hysterectomy and bilateral salpingo-oophorectomy; the patient was a 41 year old woman. 
The karyotypes of the four cases are listed in Table 1 . 



Case 


Karyotype 


BWH-42 
BWH-665 
LU-550 
LU-954 


46, XX, t(7;13)(pl5;pl3), t(7;17)(pl5;q21) 
46,XX,t(7;17)(pl5;q21) 
46, XX,t(7;17)(pl5;q21) 
45, XX,del(7),t(7;17)(pl5;q21) 



Table 1. Karyotypes for the four cases of LG-ESS used in these studies. 
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Primary tissue culture cells were used for all subsequent studies for cases BWH-42 
and BWH-665. These cells were cultured in RPMI supplemented with 20% fetal calf serum, 
Mito+™ Serum Extender (Becton Dickinson, Franklin Lakes, NJ), and bovine pituitary 
extract (Becton Dickinson) under standard conditions. Frozen surgical specimens were used 
for cases LU-550 and LU-954. In addition, formalin-fixed paraffin-embedded archival 
material with uncharacterized cytogenetics was used to assess the prevalence of the JAZF1- 
JJAZ1 gene fusion. 

Example 2: A description of the YACs, BACs, and cDNAs used in the study 

YAC clones were obtained from CEPH megaYAC libraries purchased from Research 
Genetics (Huntsville, AL). YAC clones were expanded in SD media and the DNA was 
isolated following standard protocols. Briefly, yeast were washed twice with 50 mM 
Na 2 EDTA pH 8.0 and subsequently digested for 2 h at 37°C with a 1 mg/mL zymolase 
solution in 1 M sorbitol, 100 mM sodium citrate pH 7.0, 60 mM Na 2 EDTA, 0.7M □- 
mercaptoethanol. The resulting spheroplasts were lysed with 1% SDS in IX TE (10 mM 
Tris-HCl pH 8.0, 0.1 mM Na 2 EDTA) and the detergent was subsequently precipitated with 
5M KOAc pH 4.8. The nucleic acid material was recovered by isopropanol precipitation and 
was treated for 30 min at 37°C with a 0.5 mg/mL RNase solution in IX TE. The DNA was 
subjected to standard organic extraction procedures and was recovered by ethanol 
precipitation. 

BAC clones were selected from the CITB library (Research Genetics) by analyzing three- 
tiered pools of DNA derived from these clones by PCR using primers complementary to 
DNA in the sequence-tagged sites (STSs) CHLC-GATA91C01, D7S516, CHLC- 
GGAA3F06, and WI-5230. PCR was performed using 1 of each DNA pool as template 
in a total volume of 50 (iL under the following reaction conditions: IX buffer (10 mM Tris- 
HCl pH 8.3, 50 mM KC1, 1.5 mM MgCl 2 , 0.001% gelatin); 200 ^M dNTPs; 1 nM of each 
primer; and 2.5U Taq DNA polymerase (Perkin Elmer, Branchburg, NJ). PCR cycling 
conditions were as follows with minor variations of annealing temperature specific to each 
primer pair: 94°C for 2 min; 30 cycles of 94°C for 15 s, 55°C for 30 s, 72°C for 45 s; 72°C 
for 8 min. BAC clones were expanded in LB media containing chloramphenicol (25 (ig/mL) 
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and the DNA isolated using the Plasmid Midi-kit (Qiagen, Valencia, CA) following the 
supplier's instructions. 

cDNA clones were isolated from a human fetal brain cDNA library in ZAPII 
(Stratagene, La Jolla, CA) and from a human umbilical vein endothelial cell (HUVEC) 
library in lamda-gtl 1 . Clones containing JAZF1 DNA were identified by standard 
hybridization screening of plaque lifts representing approximately lxl 0 6 phage clones per 
library on MagnaGraph nylon membranes (Osmonics, Minnetonka, MN). This procedure 
resulted in the identification of the representative phage clones Br2 (JAZF1 nucleotides 74 - 
1561) from the brain library and EC-9 (JAZF1 nucleotides 1-301) from the HUVEC library. 
Phage DNA was isolated from relevant clones in the lambda-gtl 1 HUVEC library using 
DEAE-cellulose according to standard methods. Phagemid cDNA clones were rescued from 
the ZAPII brain library using the SOLR bacterial strain and ExAssist helper phage 
(Stratagene) according to the supplier's instructions. The KIAA0160 clone containing the 
entire JJAZ1 sequence was obtained from the Kazusa DNA Research Institute. The rescued 
phagemid clones and the KIAA0160 clone were expanded in LB supplemented with 
ampicillin (100 |ig/mL) and DNA purified following standard alkaline lysis plasmid 
preparation protocols. 

Example 3: Identification of a YAC Spanning the Chromosome 7 Breakpoint 

To identify a YAC containing DNA in the region of the chromosome 7 breakpoint of 
the t(7;17)(pl5;q21), FISH was performed on metaphase preparations from case BWH-42 
using as probes individual YACs from the Whitehead CEPH mega YAC contig 7.3 in the 
region of the HOXA gene cluster that maps to chromosomal band 7pl5. Briefly, DNA probes 
for fluorescence in situ hybridization (FISH) were labeled with biotin-tagged nucleoside 
triphosphates using the BioPrime labeling system (Life Technologies, Gaithersburg, MD). 
Hybridization was performed on slides of metaphase chromosomes prepared using standard 
methods (REF). Pretreatment of the slides, hybridization, washing and detection were 
performed as previously described (Morgan et al.) with the following changes. DNA on the 
slides was denatured in 70% formamide/2X SSC for 2 minutes at 72° C and dehydrated in 
graded alcohols at 4° C. A mixture of probe and COT-1 DNA (Life Technologies) was 
precipitated and resuspended in Hybrisol VI (Oncor, Gaithersburg, MD), denatured at 65° C 
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for 5 minutes, pre-incubated at 37° C for 30 minutes, and applied to the slides for 
hybridization at 37° C. BWH-42 harbors a t(7;13(pl5;pl3) in addition to a t7;17)(pl5;q21) 
and no normal chromosome 7. In FISH with YAC y830D2 as probe, the hybridization signal 
was limited to bother der7 chromosomes, while the analysis with YAC y816F12 
demonstrated hybridization to the derl3 and derl7 chromosomes. FISH with YACs y910G4 
and y929H6 demonstrated hybridization signals on the derl7 and the der7 of the t(7;13), 
respectively. These results indicated that the chromosome 7 breakpoints of both the t(7;17) 
and the t(7; 1 3) mapped within the 7.3 contig between YACs y830D2 and y8 1 6F 1 2 but that 
the breakpoints were separated by more than 1 megabase. 

The YAC containing the DNA between clones y830D2 and y910G4 was then used as 
a probe in FISH to confirm that it spanned the chromosome 7 breakpoint. Analysis with 
YAC Y908M2 of metaphase preparations of case BWH-42 demonstrated hybridization to 
both der7 chromosomes and the derl7 chromosome, thereby demonstrating that y908B12 
spanned the chromosome 7 breakpoint of the t(7;17). Additionally, analysis with YAC 
y908B12 of interphase nuclei from case BWH-665 showed three hybridization signals. This 
finding indicated that DNA in y908B12 also spanned the chromosome 7 breakpoint in this 
case. The FISH analysis localized the breakpoint to a region defined by the markers 
CHLC.GATA91C01, the most telomeric STS (sequence tagged site) contained in y830D2, 
and WI-5230, the most centromeric STS contained in y910G4. 

Example 4: Construction of a BAC Contig Across the Chromosome 7 
Breakpoint 

To locate BAC clones containing DNA in the region of the chromosome 7 breakpoint, 
DNA in multi-tiered pools from an arrayed BAC library with 6-fold redundancy was 
screened by PCR using primers for the STSs demarcating the boundaries of the presumptive 
breakpoint region, CHLC.GATA9 1 CO 1 and WI-5230, as well as the two intervening markers, 
D7S516 and CHLC.GGAA3F06. Screening for CHLC.GATA9 1 CO 1 sequence identified 
BAC b60B19; D7S516 identified BAC b319D14; CHLC.GGAA3F06 identified BAC 
b390A17; and WI-5230 identified BAC b332C6. To determine if these BAC clone were 
overlapping and to assist in finding BACs to fill potential gaps between these four clones, the 
sequences at the ends of the inserts of the BACs were analyzed using T7 and Sp6 primer sites 
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present in the DNA flanking the insertion site of the pBeloBAC vector. However, a 
preliminary search of the GenBank database with the BLAST algorithm indicated that DNA 
within a PAC clone, p881H5, included the telomeric sequence of clone b390A17. DNA 
within this PAC clone had been entirely sequenced by the Genome Sequencing Center (GSC) 
at Washington University as part of an effort to sequence DNA of chromosome 7. Further 
examination of chromosome 7 sequence data on the GSC web site using the end sequences of 
the BAC clones identified by our PCR screen allowed us to eliminate the majority of the gaps 
in our map of BAC clones for the chromosome 7 breakpoint region. FISH analysis on cases 
BWH-42 and BWH-665 using pooled DNA from the BACs from b60B19 to b459N13 in this 
contig demonstrated an identical hybridization to that seen with YAC y908B12. These 
results indicated that the BAC contig spanned the chromosome 7 breakpoint. 

Example 5: Identification of a Gene in the Chromosome 7pl5 BAC Contig and 
Detection of the Breakpoint by Southern Blot Analysis 

The availability of the extensive genomic sequence in the region of the chromosome 
7 breakpoint led us to attempt identification of expressed genes in this region and to locate 
the position of the breakpoint relative to these genes. We first searched the EST (expressed 
sequence tag) database for matches to the genomic sequence after filtering out repeat regions 
using the RepeatMasker2 software program. Among these matches, our initial efforts 
focused on segments of genomic sequence that showed probable intron-exon structure. Such 
structure was inferred from the finding of multiple areas of sequence in an EST identical to 
portions of genomic sequence separated by long stretches of interposed DNA missing from 
the EST. 

To construct probes for Southern blot analysis of tumor DNA, PCR was performed to 
amplify repeat-free segments of unique genomic DNA adjacent to or including the expressed 
sequences. A probe derived from the region of overlap between BAC b459Nl 3 and PAC 
p881H5 (probe 459-10) detected non-germline bands in both BamHl and Hindlll digests of 
tumor DNA from case BWH-42 but not in similar digests of DNA from normal fibroblasts 
derived from the same patient. The probe 459-10 also detected a non-germline band in a 
BamHl digest of tumor DNA from case BWH-665. The breakpoint region was further 
narrowed by hybridizing Southern blots of tumor DNA with probes containing DNA 
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telomeric to probe 459-10. Two probes, 459-BP8 and 459-BP9, amplified from sequence 
lying 3kb telomeric to 459-10 and separated from each other by 798bp found to produce 
different patterns of bands in Southern blot analyses of DNA from cases BWH-42 and BWH- 
665. Probe 459-BP9 detected bands identical to those seen with probe 459-10 in the two 
cases. In both Hindlll and BamHl digests of DNA from BWH-42, probe 459-BP8 detected 
non-germline bands distinct from those in case BWH-665, while in case BWH-665 probe 
459-BP9 detected the non-germline band seen with probe 459-10 as well as a new non- 
germline band. Taken together, these results indicated that the chromosome 7 breakpoint in 
case BWH-42 lies in DNA between that contained in probes 459-BP8 and 459-BP9 and that 
the breakpoint in case BWH-665 lies within DNA sequence contained in probe 459-BP8. 

Example 6: Detection of a Tumor-Specific Transcript with Hybridization Probes 
for DNA Near the Chromosome 7 Breakpoint 

The chromosome 7 breakpoint in cases BWH-42 and BWh-665 mapped to the region 
of putative intronic sequence predicted by the alignment of the EST AA43 1 106 with the 
sequences of b459N13 and p881H5. Analysis of a series of overlapping ESTs indicated that 
this gene had two exons totaling at least 360 bp on the centromeric side of breakpoint and 
two exons totaling 2674 bp on the telomeric side. To determine whether this gene was 
expressed in endometrium and whether the an altered transcription product was produced as 
a result of recombination within the gene, a hybridization probe consisting of the three most 
3' exons of the gene (nucleotides 74 to 1561 in Figure 1) was constructed from EST 
sequences. This probe was hybridized to Northern blots containing polyadenylated RNA 
purified from normal human fibroblasts, normal human endometrium, and four cases of low 
grade ESSs known to harbor a t(7;17). A band corresponding to a transcript of 
approximately 3.2 kb appeared in analyses of RNA from both normal tissues and two tumors, 
and a second band corresponding to a length of about 4.5 kb appeared in analyses of RNA 
from all four tumors but not of RNA from either normal tissue. The two tumors that failed to 
show the 3.2 kb band found in normal tissues have cytogenetic abnormalities in both copies 
of chromosome 7, as indicated in Table 1 . 

To determine which part of the normal chromosome 7 gene hybridized to the 4.5 kb 
transcript found in tumors, two additional probes were designed to represent the portions of 
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the gene on the centromeric and telomeric sides of the chromosome 7 breakpoint. Northern 
blot analysis with a 258 bp centromeric probe (including nucleotides 74 to 331; Fig. 1) 
yielded a pattern of bands identical to that seen with the original probe, and analysis with a 
1764 bp telomeric probe (nucleotides 1120 to 2883) yielded only the 3.2 kb band. These 
findings indicate that the chromosome 7 gene is expressed in normal endometrium and that 
disruption of the penultimate intron of the gene in at least some tumors with the t(7;17) 
results in the production of a novel transcript that contains only the centromeric portion of 
the gene. 

Example 7: Identification of a BAC Clone Spanning the Breakpoint on 
Chromosome 17 

To obtain DNA sequence that could be used to identify a BAC having DNA that the 
chromosome 17 breakpoint, inverse PCR (I-PCR) was performed on restriction fragments of 
tumor DNA containing the site of recombination in the t(7;17). Briefly, Five \xg of tumor and 
control DNA were digested to completion with Hindlll restriction enzyme (NEB, Beverly, 
MA) and the Hindlll was inactivated by standard extraction procedures (REF). The DNA 
was recovered by ethanol precipitation, resuspended in 50 \il water and quantified 
spectrophotometrically. Digested tumor DNA and control DNA (200 ng in 25 |il final 
volume) were incubated for 16 hours with 800U of T4 DNA ligase in lx ligation buffer 
(NEB) at 1 5° C. Inverse PCR was performed using 8 ng of self-ligated DNA as template in a 
total volume of 50 jal under the following reaction conditions: lx buffer (50mM Tris-HCl pH 
9.2, 16mM (NH 4 ) 2 S0 4 , 4mM MgCl 2 , 0.05% Tween 20); 200 ) _M dNTPS; 2 yM of each 
primer; 2.5U Taq DNA polymerase (Perkin Elmer, Branchburg, NJ) and 0.05U Vent DNA 
polymerase (NEB). PCR cycling conditions were as follows: 94° C for 2 minutes; 15 cycles 
of 94° C for 10 seconds, 70° C for 150 seconds; 15 cycles of 94° C for 10 seconds, 70° C for 
150 seconds plus 15 seconds per cycle; 70° C for 8 minutes. Two rounds of amplification 
were performed with 1 jal from the initial round of PCR serving as template for the second 
round, using similar conditions but different pairs of primers nested with respect to one 
another. 

A set of nested PCR primers were constructed to be complementary to DNA 
sequence of chromosome 7 in a tail-to-tail orientation, such that the sequences of two primers 
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(inner and outer) that abutted the Hindlll site immediately telomeric to sequence in probe 
459-BP8 were separated by 450 bp from the sequences of two other primers that abutted the 
telomeric side of the breakpoint region determined for case BWH-42. Templates for I-PCR 
with these primers was prepared by Hindlll digestion and followed by self-ligation of 
genomic DNA that had been extracted from tumor tissue in case BWH-42 and of normal 
fibroblasts cultured from the same patient. I-PCR amplification of these templates produced 
a predicted normal 3.5 kb product from both the tumor DNA and a predicted, rearranged 1.6 
kb product only from the tumor DNA. 

The 1.6 kb I-PCR product was ligated into the pCR2.1Topo vector and the sequences 
at the ends of the insert of the resulting clone were determined using the Ml 3 primer sites 
present in the vector. One end sequence corresponded to chromosome 7 sequence up to a 
Hindlll site and then immediately diverged into non-chromosome 7 sequence. When this 
new sequence was used to search the Genbank database, it was found that a B AC from 
chromosome 17, b307A16, contained matching sequence. These results indicated that the 
breakpoint at chromosome 17q21 in case BWH-42 was spanned by DNA in BAC b307A16. 

Example 8; Identification of a Gene in the Chromosome 17 Breakpoint Region 

The genomic sequence available for BAC b307A16 was filtered using the 
RepeatMasker2 program and the resulting repeat-free sequence was used to search the 
GenBank and EST databases for DNAhaving intron-exon structure. A complex EST, 
KIAA0160, with a total 4.44 kb of sequence was found to map in genomic DNA less than 20 
kb away from the chromosome 17 breakpoint; however, the first 647 bp of this EST was not 
present from any portion of b307A16 or the Overlapping BAC b542B22. This suggested that 
an interstitial deletion had occurred in the genomic DNA contained in b307A16 and that the 
predicted gene extends beyond the chromosome hJ breakpoint. If this gene were disrupted 
by the chromosome 17 breakpoint, the orientation of the gene would be consistent with a 
fusion of this gene with the gene disrupted by the breakpoint in chromosome 7. To test this 
possibility, RNA derived from tumor BWH-42 and Rn\ from control fibroblasts was 
analyzed by RT-PCR using primers complementary to sense sequence a the 5' end of both 
the 7 and 17 genes and anti-sense sequence located at the 3Vnd of both genes, with the 
primers paired in all four possible ways. RT-PCR analysis was performed as follows. RNA 
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derived from either the primary tissue culture cells or the frozen surgical specimens was 
transcribed into cDNA wnh Superscript II (Life Technologies) according to the supplier's 
instructions, using either 7 AntisenseOuter or 17 AntisenseOuter as a primer (see below). 
The resulting cDNA was subjected to two rounds of PCR (98° C for 5 minutes; 10 cycles of 
98° C for 15 seconds, 65° C mtnus 0.5° C per cycle for 30 seconds, 74° C for 1 minute; 15 
cycles of 98° C for 15 seconds, 00° C for 30 seconds, 74° C for 1 minute) using first the 
"Outer' 5 and then the "Inner" set oY primers. The JAZF1 primers were 7SenseOuter 5'- 
CCACAGCAGTGGAAGCCTTA-k 7AntisenseOuter 5'- 
GCTTCTCTTCCCCTCCATTCAT-3W 

and 7 Antisenselnner 5 ' -GGACTC ATOGCTGTCCGACT-3 ' . The JJAZ1 primers were 
17SenseOuter S'-GTTACTCGGCCTCcVcCTCCTC^', 17 AntisenseOuter 5'- 
GGTTC AAATTC ATTACTGGAAACTGGr3 ' , 17 Senselnner 5'- 
GAGCTTTTCCTCC AGGCCTTTG-3 ' andV7 Antisenselnner 5'- 
CCGGGTTTTGTTTGATTGAGG-3 ' . Specific primers for glyceraldehydes 3-phosphate 
dehydrogenase (GAPF 5'-CACATCGCTCAG^ACCATG-3' and GAPR 5'- 
GCCATGGAATTTGCC ATGGG-3 ') were used t\ assess the quality of the input RNA. 

In these experiments, the primer pairs for the intact chromosome 17 gene amplified 
products from the RNA of both the n<Wal tissue and the tumor, but the recombinant 5' 
chromosome 7-3' chromosome 17 pai\ amplified a product of 440 bp only from the tumor 
RNA and not from the normal RNA. Th\ reciprocal recombinant primer pair failed to 
amplify a product from either of the RNA Wiples. 5' chromosome 7-3' chromosome 17 
primer pair was then used in an RT-PCR assay of RNA derived from all four tumors used 
previously in Northern blot analyses and an identical product was obtained in all four 
samples. RT-PCR analysis of JAZF1 -JJAZ expression in formalin-fixed, paraffin-embedded 
material was carried out using protocols similar to those for amplification of the RNA 
sequences for the individual genes, except for preparation of the RNA template. Total RNA 
was extracted from ten serial 10 |am tissue sectionsWith 3 washes in 10 ml of xylene. An 
adjacent 10 |xm tissue section was placed on a microscope slide and stained with hematoxylin 
and eosin for histologic examination. For extraction of RNA, tissue was rehydrated in two 
washes with 100% EtOH and was digested for 16h at 68° C in 2 ml lx digestion buffer (20 
mM Tris-HCl pH 8.0, 20 mM Na 2 EDTA, 2% SDS, 2.5 Ag/mL proteinase K). The lysate 
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was diluted with 8 ml Trizol and the K^NA isolated according to the supplier's instructions. 
First-strand synthesis and nested PCR were performed as described above with the following 
primers: FusionOutF 5'-CACGCCACA©CAGTGGAAGC-3\ FusionOutR 5'- 
TTTGTTCTGGAGTTTCGATG AG AC A V , FusionlnnerF 5'- 
CCCACCCATCACCCCCTCCT-3', and FvLonlnnerR 5'- 
GGTGCTATGAGATTCCGAGTTCGAAgA3'. These results confirmed that the 
chromosome 17 gene was disrupted by the translocation and that a fusion transcript 
containing the 5' end of the chromosome 7 genaand the 3' end of the chromosome 17 gene 
had been created. 

Example 9: Structure of the Genes Identified at 7pl5 and 17q21 

The sequence of the chromosome 7 gene, as was deduced from the GenBank and EST 
databases as well as an additional 176 bp at the 5* end acquired through screening of two 
cDNA libraries derived from human brain and human umbilical vein endothelial cells, is 
presented in Figure 1 . Figure 2 shows the entire sequence of the jj AZF 1 . The entire 
sequence of the fusion gene present in the four cases of LG-ESS discussed above is presented 
in Figure 3. The true 5' ends of these transcripts remain unknown because the open reading 
frames continue to the 5 1 ends of the sequences assembled so far. However, if more sequence 
is present at the 5 1 ends of these transcripts, this sequence is minimal because the sizes of the 
transcripts detected by Northern blot analyses are consistent with the 3.0 kb of sequence and 
4.44 kb of sequence assembled for the chromosome 7 and chromosome 17 genes, 
respectively. 

Figure 4 shows the genomic structures of the normal chromosome 7 and chromosome 
17 genes, their processed transcripts, and the positions of the breakpoints in the 
t(7;17)(pl5;q21). The intron-exon structure is deduced from a comparison of two genes with 
the chromosome 7 BAC contig and the chromosome 17 BAC, b307A16. The normal 
chromosome 7 gene is comprised of five exons that span over 350 kb of genomic DNA, and 
the breakpoint identified in the four cases of LG-ESS disrupts the gene in the third intron. 
The normal chromosome 17 gene is comprised of at least 14 exons that span over 55 kb of 
genomic DNA, and the gene is disrupted between nucleotides 468 and 469 in the four cases 
of LG-ESS discussed above. 
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Conceptual translation of the open reading frame of the chromosome 7 gene (Figure 1) 
revealed an N-proximal zinc finger domain as well as a tandem pair of zinc-finger domains 
near the C-terminus. Similarly analysis of the chromosome 17 gene sequence (Figure 2) 
revealed a zinc finger domain in the C-terminal third of the coding sequence and a bipartite 
nuclear localization sequence immediately downstream of the zinc-finger domain. All four 
of the zinc-finger domains were of the Cys2His2 class, and these represented the only 
identifiable structural motifs in the coding sequences as well as the only regions with 
extensive similarity to other known genes. In light of these structural features, we refer to the 
chromosome 7 gene by the acronym of JAZF1, for Juxtaposed with Another Zinc Finger 1, 
and the chromosome 1 7 gene by the acronym JJAZ1, for Joined with JAZF1 . 

Example 10: Production of Polyclonal Antisera Directed Against JAZF1 and 
JJAZ1 

In order to raise antisera that recognize antigenic epitopes of JAZF1 and JJAZ1, portions of 
the coding sequences of each gene were expressed in bacteria as fusions with amino terminal 
6X histidine moeities. These fusion proteins were purified under denaturing conditions from 
whole bacterial lysates using metal chelate chromatography, and the resulting proteins were 
used to immunize New Zealand White rabbits. Unfractionated serum samples drawn from 
these rabbits both prior to immunization (day 0) and after the fourth booster immunization 
(day 84) were assayed for the presence of antibodies that specifically recognized JAZF1, 
JJAZ1, or the JAZF1/JJAZ1 fusion protein. Extracts prepared from 293T cells transiently 
expressing myc epitope-tagged JAZF1, JJAZ1, or the JAZF1/JJAZ1 fusion protein, were 
fractionated and transferred to PVDF membranes. Transient expression of these proteins was 
accomplished by introducing cDNA clones in the pcDNA3 vector into 293 T cells. The 
membranes were probed with preimmune and immune sera as well as a monoclonal 
antibody, 9E10, that specifically recognizes the myc epitope. The antiserum raised against 
the JAZF1 antigen specifically recognized bands corresponding to proteins of predicted size 
in the extracts of cells expressing JAZFlmyc and JAZFl/JJAZlmyc. The antiserum raised 
against the JJAZ1 antigen recognized proteins of predicted size in the extracts of cells 
expressing J J AZ1 myc and JAZFl/JJAZlmyc. However, the myc-epitope specific 
monoclonal antibody only recognized bands in the extracts of cells expressing JAZFlmyc 
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and JAZFl/JJAZlmyc and not JJAZlmyc. This finding suggests that the protein 
corresponding to the specific band observed with the anti-JJAZl antiserum in the JJAZlmyc 
extract either deleted the myc epitope or that the band represents non-specific 
immunoreactivity. Multiple specific bands are observed in the extracts from JAZFlmyc 
expressing cells when probing with either the anti-JAZFl antiserum or the anti-MYC 
antibody. The nature of the multiple species of the JAZFlmyc protein is not known, but this 
finding suggests that the JAZF1 protein undergoes post-translational processing or rapid 
degradation. 

Example 11: Analysis of Endometrial Stromal Tumors for the JAZF1/JJAZ1 
Fusion Transcript 

The Northern blot and RT-PCR analysis of four low-grade ESSs with the t(7;17) discussed 
above demonstrated the presence of the same JAZF1/JJAZ1 fusion. To examine the 
prevalence of this fusion in other cases of endometrial stromal tumors, RT-PCR was 
performed on four cases of LG-ESS for which cytogenetic analysis had not been carried out: 
one stromal nodule, six cases of high grade ESS, one case of undifferentiated uterine 
sarcoma, and ten samples of normal endometrium. In addition to these homogeneous stromal 
tumors, we examined 1 1 cases of malignant mixed mtillerian tumor, two cases of endometrial 
adenosarcoma, and 1 1 cases of endometrial carcinoma to assess the possibility that the gene 
fusion occurs in tumors with an epithelial component or in tumors that were exclusively 
epithelial. RNA for these analyses was isolated from formalin-fixed, paraffin-embedded 
archival material. RT-PCR was performed using sense JAZF1 primers and antisense JJAZ1 
primers. Extracted RNA from each case yielded amplifiable template as judged by the 
amplification of glyceraldehyde-3 -phosphate dehydrogenase message. The results of the RT- 
PCR survey are summarized in Table 3. 
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Tumor Type 


Positive Cases 


Total Cases 


Normal Endometrium 


0 


10 


Stromal Nodule 


1 


1 


Low grade ESS 


5 


5 


High grade ESS 


2 


6 


Undifferentiated Uterine 
Sarcoma 


1 


1 


Endometrial Adenosarcoma 


1 


2 


Malignant Mixed Miillerian 
Tumor 


6 


11 


Endometrial Carcinoma 


0 


11 



Table 3. RT-PCR survey of endometrial stromal tumors for the 
presence of the JAZF1IJJAZ1 fusion transcript The LG-ESS category 
includes the four cases with uncharacterized cytogenetics as well as the case 
LG-ESS-2 that corresponds to case BWH-665. 



Among the endometrial stromal sarcomas, all low-grade cases were positive for the 
fusion transcript; however, only two of six high-grade cases were positive. A single case of 
UUS was classified as positive. Among the cases with a mixed cellular phenotype, one of 
two cases of endometrial adenosarcoma and six of eleven cases of MMMT were classified as 
positive. None of the RNA samples extracted from normal endometrium or endometrial 
carcinoma were found to contain the fusion transcript. 
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Example 12: Analysis of Endometrial Stromal Tumors for Disruption of the 
JAZF1 Gene by Fluorescence in situ Hybridization . 

The RT-PCR analysis suggested that a JAZF1 7J r JAZl fusion transcript is produced by a 
spectrum of endometrial stromal neoplasms. In order to verify this finding, we used FISH to 
analyze isolated nuclei from the same archival material. The case LG-ESS-2 (identical to 
case BWH-665) known to have the t(7 ; 1 7)(p 1 5 ;q2 1 ) was analyzed, as were the RT-PCR 
positive case of UUS, two cases of MMMT classified as negative by RT-PCR, and two cases 
of MMMT classified as positive by RT-PCR. A biotin labeled centromeric probe was 
generated from the DNA of BAC b319D14, a BAC clone that maps to the middle of the 
JAZF1 gene. A digoxigenin labeled telomeric probe was generated from the DNA of BAC 
b332C6, a BAC clone that maps approximately 60 kb telomeric of the JAZF1 gene. 
Hybridization was detected with fluorescein-conjugated avidin and rhodamine-conjugated 
anti-digoxigenin antibody, respectively. With these probes, a hybridization pattern 
consisting of one red-green signal pair, one unpaired red signal and one unpaired green signal 
is indicative of a simple disruption of the JAZF1 gene. A summary of the FISH results is 
presented in Table 4. 
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Case 


RT-PCR 


Percentage of 




Status 


Nuclei Positive 


LG-ESS-2 


positive 


100% 


UUS-1 


positive 


100% 


MMMT-4 


negative 


0% 


MMMT-5 


positive 


-5% 


MMMT-6 


negative 


0% 


MMMT-8 


positive 


-5% 



Table 4. FISH analysis of endometrial stromal tumors for the disruption 
of the JAZF1 gene. 



In the cases LG-ESS-2 and UUS-1, the hybridization pattern consistent with the disruption of 
JAZF1 was seen in all nuclei for which fluorescent hybridization signal was discernible. 
These findings were consistent with the RT-PCR findings. In the MMMT cases analyzed by 
FISH, greater than two rhodamine signals were present in the majority of nuclei. In these 
cases the presence of two or more fluorescein signals, only one of which was paired with a 
rhodamine signal, was interpreted as an indication that the JAZF1 gene was disrupted. In the 
MMMT cases classified as negative by RT-PCR, MMMT-4 and MMMT-6, none of the 
nuclei analyzed by FISH showed a disruption in the JAZF1 gene. In the MMMT cases found 
by RT-PCR to produce the JAZF1/JJAZ1 fusion transcript, cases MMMT-5 and MMMT-8, 
the majority of the nuclei showed no alteration of the JAZF1 gene. However, a small fraction 
(-5%) of the nuclei did show a disruption in the JAZF1 gene. Several examples of a 
disrupted hybridization pattern from case MMMT-5 are presented in Figures 20F and 20G. 
A nucleus from this case that shows a hybridization pattern nearly identical to that seen with 
LG-ESS-2 except for the presence of an additional rhodamine signal is shown in Figure 20F. 
Figure 20G shows three nuclei from case MMMT-5. In both the upper left and lower nuclei, 
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three fluorescein signals are present, and only one of these in each nucleus is paired with a 
rhodamine signal. The finding that the JAZF1 gene is disrupted in a small fraction of nuclei 
in some cases of MMMT is consistent with the possibility that a minority of the cells in these 
tumors may produce the JAZF1/JJAZ1 fusion transcript. 

Equivalents 

Those skilled in the art will recognize, or be able to ascertain using no more than 
routine experimentation, many equivalents to the specific embodiments of the invention 
described herein. Such equivalents are intended to be encompassed by the following claims. 



What is claimed is: 
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